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S3 XI. WA EES12H i+ggOIIAI 33 UHDIEI^S ggSKH §£W£^E1 HrOIE1>:2J SXHM Sf°]S r 7| ?| 
SH BrOISI^ 31 S-SOI A|-©EI3 2iP-. 3E1D, Olfi SS§ 20 HrO|Ei^2J S*!01l COBf 

°J3g2r ^01 ^01 Q&tt 4 S!aD t>^ 2££J EiagiU- «0|gg UEHH= 2= OHJCK 71ID7r 0\m 

s-goi aa-sa LfE^an^ u r oiEiis wsstii *Eis r = s^ojiai *ig srs hissi- 

■JStt §*r8 ifflttO. S W32J bHS2h 5!SSK)t 0|SHHIA1£ Cg Z^Oil CHSKS #A1IS1 321 SOI 

cm 2!3^i a°J3§ aa 7i2f=°i- gjsixi 3D7i- cs zhs hkiiei^si ss»^ gsaa nescience 

244: 359-362, 1989) 01 SSX>B 7ISS °e X|£tr SfSS OIS«J- USI =SCHI SETS^OI JWW 
El 2A1 (Science 244 : 362-364, 1989; IJ^ mm §3 (3S|-)2(1990)-500880), Cg ^S! 2r3 gg 

SAi S ^ ^11 SSH 3E|-EI^ C*! HI-0|E1±(HCV)7r S°!3°! 33S 3Ja^ iJSISD. 

XH24. 1, 301 XH£tJ- NS3 t^OI ¥7^^ SaSA1 :£?| 01 A1ICH W4\ xm SEOI 7HSfEI3A1, *! 

XH SSS AltJtfaSAfci HCV EWg Aig*h 4, EIS1D. 01 gS£S SSCHIA1 4=^ 

m mm sni-a 7121 as hcv 33s ess 4= 21210. 

DE1D, AUT S^^S HJOIE1^(HIV)0)| Sfcj- US Q§ bK3|E1^ 33SJ S?c 33* tSOr 
IfUOOT SJ§ ^, 7IS Alt' SEIN HrOIE1^7f §§E|X| S^7l7r SID. OISS 

a oHO| xh DH ^ wwo^ AI^OIU AISOBAI £J-X| AliJ SgjOfl 5JSH §§§ 4 gt= 

S°-!!-S2H Sit!" Ol^h 332J ?|tdOI 01 3 SI £AEIJ3 SIMS 2[D|£JC>. a*K Wt AM Q&B 

0I2J Alt* a SI tl«^ CHI 33a^Ei tmS AJB2I- 33^1 gf/§7|0fl S!^ Al&Jg i?^*- ^ gjp£ ggg 
i^H SICK 

ai8 ZraSI xlgg £|5H 2!E1SIS(IFN)0| AR§E|3 SID. 3E1D, S¥ S^l- HCV7F IFNCHI °J?H Xfl 
71 S # 67HSOI §2hSK)l VSI 37^1- gfiS^I UflSOU □ fla°J SS= eXI HCV°J 37F5 mmti 
^S^ELKDI S7H 4= SI CHI 4S^]CK HEiLK *^ ^7fe l^S AR2J ^S2J 73I7H* 4= 

5HS0I XIUA1B0I t»l st^PJ fit 01X171 A|5»W HISDil I FN 90f£ SSfe • AI2f» S^S^S HCWh M 

7iEist=xi# tm Ai*s°t2e sssfe S7tesm. cd-efai, n a»e sueissf7i ?ishai hcv 

«mOIS0l HCV 3 W» 2101 §a§HIh. 

HCV2J 4^S° 2»S UtOIE1^(HBV)ai- CRM U|0|Ek£S|: UIISSHS 1 0^ W^DI HCV= A|*j&g 
SWAIU if S« 0ISSHD1 SA'B 4 2171 UlSOi HCV2J U|GlEi£ aXKjdKllEI^ t^S) 

H ^StH^ SOI CHaaa 3E1HS, UHDIEIi 2gSfe Old 01, Sift 

rfc SiB etS(PCR) S-g(Sceienc 230: 1350-1354, 1985) 9! '411 DNA St'gUi' SOI 711 ^ RNAg 3§ 
th= gf^OI THWEIStCK HE1LK UFOIEI^ tel 2#5h= Sffl^ dlOIEI^: ttfift SSofe gfijOfl HI 
*WI S7RI ?Hgf 2tI2 SiCK 

SSI, as CH£f SSOI AHS" 5£.K«| 0^ RNA0I7I [fflg(HI §3 3! S^7|- 

xi si a-ie si£ij 4= sisoi aisieich shik cgew. Aimi as ass oisoi ds as s^oiiai 

AFSSIIH fiQ ^51^711 XiSEIOIOt tCh SSh, S^SI—EflE THBtt ^£JS 7IS010t 

Hl^ PCR «S°J Al-Sa S«J*t- A|^ BE g agSfedl 7i§ °i&&J\E}H 01 # SfSS Tfl 

RNASVEi DNAS2J ^2A^ SSI £MM LOEI-AI SSftl SlfxIM ^SSJ" 71 #S 

a^SHU S^S 01 M SUM S101AI gfiti- EB0I7I OH S CHI 23 2J S^Ofl 7h3=«(false- 
positive)OI Bf^g" 4= SI7I QH^CHI fcfHOII QH£J Ch^= 31S §7|^3hCH^ SCHIA1 SICK 



^EHSKH 71-32 §HhM 3M 5f#0l S7|-«j-CK *>S, ^ifl DNA gggfgg 2g 5J3-£7h y 

HD1 7ACI-7F AIS 3^01 2f 20AIZH3I SSCIgaku to Vakugaku [Medicine and Pharmacology] 

31:961-370, 1994) 5i3"S S StS Ali^J &3CHIAI 7\\&nQtU SJOI °H2 SICK 

hi-oiei^ n&m assfe g-sai- £7i ^sist sass r 7i ^qsioi uwia^ %m?i 3ti 5 

tm S-SSOI THWEIStCF. OI^AI- ^SHSTH 1986-29427011 71 #S Br2r S"0| 301 ^SJOfl ^Ol^jej a 

ti^ tWIM ArSSrCH ^SOflAI HCV2J 301 SgSfe ^MO\ TH^EJStCK St»(Tanaka et 

al.. Journal of Hepatology 23:742-745, 1995, S Fujino et al., Igaku to Vakugaku [Medicine and 
Pharmacology] 36: 1065-1070, 1996)01 SHSr= IJK1 UO|, ^gCHIAI 301 %*&m 3§Sh= ggg blfOI 
E1^ THSS 3§SK^ & f 7l a^]l f 01^71-Al^ 34^2S S§tr SSS HIAI EICH StCK UHDIEI^ 
Til feS SSSF= gfS(HIA12r &0| §HSO| SfifJ" 3 7W gUSOl CflSSI yOF SID. 

*J7OT 3 El- S73lgS ^HEiyHJ AIS SS^SAI ArSS 4= 5.^ PCR gfBOfl UlSr 
Cfl °J320I yCh^ 20ID. ££j[Tanaka et a I., Journal of Hepatology 23 : 742-745, 1995JS Si ^ 

71171- HCV RNAEI «>J>3 10* - 10* ^*D4=Se a 01^11 SICK (Fuji no et a I., Igaku to Vakugaku 

[Medicine and Pharmacology] 36: 1065-1070, 1996)011 D=S B ajgjtj- CRT(§g 3 SAr)- 

PCR gfSOII 2foH RNA 53^! CS Sf3 &AI-2J 1027H ^SCHI CHoB 67%2J MCfl^ 23 

as ci-EfefD. aacn, djss^j ^schjai h 7f^ Eiati- crt-pcr ggso ?ixiai sid. 

71ICF7K =SAI aSS X1EIS[7I 2ISH ^2SH1 3^ AlSfS fiS[^ ^xf^ 01 S"g!OI ^3 Ely CHI A[§S 
UH SX1l§aS AI5JEI3 SID. [CHE[A1, B HHDIEI^ 3A[°1 IS 2^5J JflTlg ?|fj- - 

eiOflggS #E|§ X1EI(4'C, 1AI2H), S^&EJ(15^^), ^SS2J «I71, 2i xlEI, ST? f EI XJE|(37*c, 30 

M), stra S7i s« s^&j- dbti *i ei m*m a§jc[. a*K peg xieis pjsb ga7i § 
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71£! s'Sii fi4:S SSA|?|£ imB gStf 7|#g R^D. [DEM. eng 12lg 371 £|SK31 
£2tJ- 71 #01 gfiiJ-S gg 3CH£ 2AI2J-2J XI El AIZMDI gflsfP. 7flQ7h S!£gEI, ^li 7HI71 § 
31 S£ 213 = 4= SJRK 3*S 43gg gAIOfl 3HEISh= OiSQ. mSlM. ?I22J 330U1 

b irs^ ^nay ai*joum aoi srs gira t*mm nsmot §§^BOfl=- so. 

*tffi. dlOIEI^ 3g AI±S=- spi gt-gOHAI 2£S EJ3tt PCR *BJfiO- ^4=5lCh [QEFAI. 01 Al 

±^ 3# ej-thhiai ifckj- mn?[ S7i imswi ^ 23s xi s^q. 7hcpl oi ai^s go h 

g# RNA CH<yOJ bl|J13 STSti- ttg! E^ii 3gS1= 210171 tlHSOfl £ggg 3981=0! g^ti" ?2|U 
PCBHI °J*H 3#L' ggg £I*H §2^ L J§7I2|- S£ SWI- gfi SRCfi ££*J- ^g2J g^OI M 

a si a. 

0IE1SJ- ig? AFS 3 33 AIS(HIAJ£h SOI Q4=2J £?gg gOMW ^SttfQ. HEILh £ 

7\ xm*_* am soi 3cn 3#5f= S7HS ««s x^tur 4= stn 33301 w^i in goo gai 
sschiai2i- soi 33£g asi= sokhiai s.sq\ m 4= srch pcr g-gso 01 ggg si 3 a 

3 01 g^" 4= 20- . 71IQ7K S^5!2S S§ llg 33£, gOlg, XHS£, *I2 Ztffl£ S! AH 

HISS £1*1 «£f SSEICHOI: SKS OlSitJ" ¥Ei 7^*1 S£ B^g 371 SI §101 XI ij- 

^01 gasta. ^81 Q4=2J £Sgg ^Hdiysh^Cil AIW7I SlUrB HCV2I LIE ti\0\&± *>S^1 3gOII 
£hm01 PCR S-ettfl dlSICH 33301 y2 S?1= t^SOl &SSI-7fl igl 4= S7IUHSCHI £g2IXI =5^ 
ifgJOl 301 °ID. 

B ^22J =S}§ 9 23 SB01IA1 £AI81= WIAix-lg D4:2| ati SEiefeQI 

5J- HCV SiSSi StJth.OlEi UKDIEI^: t^i ggSfe SSS SlSSIfeai ^El 

DS, B ^S^l ^Et> WIHWEIM PCR CHS^ 33^21- ^o|^g LI-EH.H71U Qtl 

ti\m\ 2101 g}7|| JlSShW 4= 2{= HCV t^QSJ SS&gs StfSJ- Cfl£1 UfOIEI^ 3# Al^giS 

21D. S g"S2| Bl-e-sj^J- SfEHfe OluKMIAI HCVS WlSShCH 2101 Q. 

b ^s^j agjsi °>=eh( [[f=s, hcv gjxhg Biflsm, 01 ui-oiei^ t^ss srasi igAi?m, sxh 
*^D3 n bioia^ % v m\ oith ij*iis Min§m, a Hioia^ t.^s a= =§th£s^ hcvi 3 

g 4=B0l «IS3EK 

g gi-Sg BFOIE^-tJ-S ^SSS (1) SOI^g 78SSS*ll2h (2) gf^« 7113 UIOIS^ ^| 
SS^XII £Efe ^«33lg *IE| §5!!RS ftElfiJS 1§£S 5>01 HKDIE^-t,^ xiEi 

t£*h, ffl UKDIEI^-thS (1) §OIS« 7113 &g XI. (2) Sf^g TflSSgXHffl- (3) UIOI^S 

7113^731 SE^&fflJS SSXilS t^Stf SEI gajSS »Sl^g €S2S SKM dFOlEi^-*^ Sgg fl 

iE*l, a i€£ dl-Oiei^-t,^ (1) BOISS TflSS-gH, (2) gf^^ TflS^XIL (3) BIOISS 

741 3^X1121- (4) eSXHM THE! §5!!2g «EIS"S 592S ofCfl umiEI^-^S aii 

sseisi^ xusfcio. 

S SSg HKD|Ei4; *^2J SIBg 3MSI-71U ^loH £91 gjg(l) LHAI (III) §2J CHE 

5fe dhOIEIri 3§ SS(IV)g XHSttO-. 

S £71 3^3S a^(IV)0fl AfSSHJ sOISS TIIS&STaig 5ti«l= 21SSAI, £SMS2J 

HK)IEi^°l S^l SSS^m^ S§ ?IM SB Ajefg SlS^a. 

B £71 S^3§ ^(IV)Ofl AfSSUl S 1-713 Hicgsy ftftlB SSf^fe 21RSAI. 4Sg 

b ^s^i aieiai °fEH(2)cm mss, hhdiei^ a»g siffsra, 01 uioiei^ t^sg &sei EgAi?m, 

SXHt^OB 3 HKDIEI^ *^S01I [Htt ■ gmm, "1 dlOIEI^: t^Sg 3S £^ =3tf°S-W| HCVg 

21 4=3-01 3505SD. 

CDEIA1, B SSS dhOIEHir-^S ^gg (1) 7fRMS^ Q\&2} (2) S^aXHg t,^t> *IEI §«J|2g 73 

ei*^s ^sas ete di-oie-i^-t^ ^sg2j xsei gfg(V)g xostia. 

!£*!, B HioiE^-t,^ ^gg (D ?h£M£S| 0|g, (2) S£tHII2F (3) d|0|££ 7J3S««|g 

ti-Sti" *IEI §°-!!2g X-IEI*^^ #92^ Sh^ UHDIEii-^-S MmH 7^ El ^S(VI)m XflStia. 

a*l, B ttSS UKDIE^ ^a°l SXHg 3#$171U 31fSh7l *l*8 £71 SS(V) LH Al (Vl)Ofl ttim feSg 
XJEI SKlg . AJSSI-J2 ^5gg dKJIEIi ^OI^SS °i£S^ S^SAIgg f92S Sfe dh 

01 Eli 33 a h S(VII)g XflStlO. 

S£t.K B =2° £71 3^33 (VI 1)011 AfgoKH ^^egsj^s ^iog A1 A»«gE| Ul-OI 

E1±£1 S^g 13SF7I ?|*| 7IM. 33 71 M £E= SB A|2fg TSIStlD. 

£E*t B SfSS £71 3^33 ^(Vll)Ofl AfgSUl SWIHEIS^ HCll-14 (FERM BP-6006), HCll-10 
(PERM 8P-6004) HC 1 1-11 (FERM BP-6005)Ofl 2J§1 akfg^ i^x-flg i*^h^ 21°SA|, 

§21 dhOIE1^2J S^g g3SF7m*? 7IM, 33 71 S £E^ S£f A|Sf3 73IS*fQ. 

B g22J ^SHfi SfEHOfl [[113, dlOIEI^OII CH^ t!SI71 OP! *!£E|X| »s ga^i go^ HKDIEH^ tJ- 
S!g 3e =351-= S^OI XflSaCK 01 g^OHAJS d10l£14: SA>g SiHtlOl dlOIEI^ i^Sg ± 
gA|7IS 212S s^FEfl S§2J UKJIE^ t^SOfl CH*]- ti*|g BiHS ^S71 SJQ. 
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[U£W, B E^4= 10 0|^2J §1 0|XL &n ££S AW OFSJS ?>S H3S«J9, 

71 g«(HLB)OI 12 LH Al 142.1 U|0|£g TOSgXI as OIB S^EJ SXBSKJflAJ H|0|E1i %mm m&2[ 

m^M?\= sra Hhoiy^ %mm i§£g sis hhdiei^ x-iistj-a-. 

SEZ.K B I'SI HCII-14 (FERM BP-6005), HCl 1-14 (FERM BP-6006), HCl 1-10 (FERM BP-6004), HCll-3 
(FERM BP-6002)SI HCl 1-7 (FERM BP-6003)£S OI^CHS aiehei SHDISEiaOl- Allies MS 

a*h B B3S HCII-14 (FERM BP-6005), HCl 1-14 (FERM BP-6006), HCl 1-10 (FERM BP-6004), HCl 1-3 
(FERM BP-6002)£J HCl 1-7 (FERM BP-6003)£S OI^CHS HggCHIAl <3^a SKDIHEiaOF AflS^OU 2JSB 

rna tuoiEi^ej hcv a dna utoiEi^ej hbvs ^ ewbs s^tm tiis rna as on/bi- ois chis-wii 

SIS stEWS SS XIH E»*!Be £tlftt£ UHDIEI^ £JA># SSS1S UKNEJ^OID. CHhi gfEH 

01IA1= a «-S£| *|EI «g« A»tt£SAIL HCV as HBVS SB 0IS2I- ?£?h SAf*!" UfOlEi^ H10I 
E1± SAI-8 ^flSKQ HHDIE-I^ aSSI b-#A|?|H 3 HK3|E1± tJ3S Sg as 

ssfs uHDiaii^ 3# as =§oi asset. 

a i= s?ha sDssj ^E7t mm *ieioii oixis s* F » soi^s ziEHaoiD. asc- gggss^Ei jh 

SIS! 3S(g£J-)S! HCV-RNA-SS II g 13 S! 5001 AtSEISQ. 

a 2s epte champssj sa^h xieios oixis s* p s sch^s naiaoia. astt aggro s^h 
a*a uses*) s hcv-rna-°^ iiuin 13 a 5001 aisejsiq. 

a R^2J Sa7h £3S XlEICHI DIxIS 9t, F S SDI^S Z3EHS0IC*. 33*1- §£2J°.3¥E1 

XI9ia ISOi') 5! HCV-RNA-gfS EHy '«8 13, 44 S! 5001 AhSEISJQ. 

a 4s s^a §eib xiooej §a7i- as siejm oixis stfs hch^s nEHaoicK agftk g^gs. 

S^Ei XH?ia SS(3£f) S! HCV-RNA-gfg IBS 13, 44 9 50OI AhgEIStQ. 

£ 5s &m sasi sje stfs moi=?s naiaoia. a at* s^ssyei sreia ss(s^) 

HCV-RNA-S^ IHa «S 13, 44 3 5001 AFSEISID. 

a 6S i u/mfiSAi g°ia as uy sog 2^ s^kji ^ss «ei sschi sjst.^ as b s^ssj 
etggy t^i Ai-gsfoi *st^ £?a^i« as Ai^gjsj ti^j ^At qi ^30§ eoi^s 3 

a 1 . U/mJSAi S°)a If ii.lt 50S 5l^SH31 XlEI g^CHI ^g*]" D§ *5a 

g^2§ Ai±:g!2j ti^ 15 sag soi^s zieh=oick 
a 8s ah= thei aawi sjsth my t3°j 1 oisi- aeas ggsioi ^»lh^ aoi * F a°j 

S3 SSf MOI5CI-. I9B ^5J2J MAIWS ZfZf 2f 150KD S 68KDOIO-. 

£ 9S e ITS 21 X-IEI S«0il 5JS^ PCR-gfS MMCHI CHoB SSEISCH HCV a LI El (PGR At 
§o|01 W/-RNA2J Sl ilS 3CH *^2J &SAWI2J ^&&?1lg SW^S 3EHaOIQ. 

a 10s g^ta ^ohje! :esE>oia2j sa?F ahs xieichi dixis stm sot^s aai^oiD. aifti- 

S^SISS^EI iB^ia MS(32-)2t HCV-RNA-SFS IBS ^§ 13 S 5001 AtSEISiQ. 

a iig s^ha MEig xi oo°i se^i- at aaaioi oixis s^fs aoi^s heh=oid. sstf s^ojh 
s^ei xB^ia (g^nai- hcv-rna-ss na ias 13 s 5001 a^eisjcj. 

a 12s myis ^ 2021 sa?t ^ss xieioo ows %tm acn^s aaaoich. as^-s^eias^ 

Ei IB 51 a SS(§^)at HCV-RNA-^g SBy S§ 13 5! 5D0I AtSEISJD. 

a i3S xi ei §eioii sa?t oixis stfs hch^s hehsoiq. 22j*j- s&'-ois^ei «i?ia m§ 

(SS-)2F HCV-RNA-SfS IB^ 1§ 13 S 5001 AfgEISQ. 

a 14S WmiMM §2J£| nfli IS 50S 2^ timolol tSM x|E| S«(HI CFS {JE 

^ixi Ai^gEj ti*i as a as aoi^s aeHaoiD. 

a 15S XI El IfSCHI §gtl l«y IS 132J 1 01 II- mmoM MSILH2J 301 *J-§!21 

3^ SCflEQ. IgS ^°I2| gAUfS ^ 150k0 S 2f 68kD0ID. 

a 16S S ^S°1 Mi XI El S-SCHI SjSEIS SSEI3CH HCV HLIE1(PCR g^)Qfl 2JtH Sf^SS Al^a 
^5 #011 CHSB SsEISOl HCV HUEi(PCR %"£)m AtgsHDI HCV-RNAEI S=2F 301 

^SAHDISJ £!-3-£K)]|S fiOI^S 32H=0|EK 

a 17S B ^2 CHI CDS Afl^i^ BS 2]-g UFOIEI^(HBV) 30j tJ-SJ2| ^SCHI EJjfi «s 55 aa 
B tgf ^Al§ g-^ 

b g^si &511 bioiEi^ e^§^ is#ma tiis rna as dnasj- ois wi$mu sis ^ 
as xi§ ei-s atmis ^?a2i ukdiei± safm «ssi-s uioiei^oiq. 

Tllfe^SAI RNA« ?>S bmiE1^21 CHS^oi OflSS C§ dK)IE^(HCV) 3J HCV-S&S HPIE^ 

?\ atj-aa. 
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hcv-ssj-s! dwitiiCHi^ ds s»s hi-oiei^, es z^g hfoiei^, 2?g bi-oiEii, 4=^? i& bi-oiEi 
±, wE.mmo 19^ (s^ Hfoiei±, sii^m us uioiei^, ggtia uioia±, sag dioiE-ii), 
uwiai (tnrwoiai, ^bibroiai, o>E«aHKiia±, TasHdioiai), i^eiuioiei^ (ebXi gaisi- 

UKHEIi, i Qg bKUEIi), EEm^ibfOiai (II^°Jg^2!A> bK3ia± I. 2, 3, 4, ?H 1'S dMDia 
±, *r?Hgg WOlEli, RS UK)I£1±. bfOiai, S!£OI EEI-°!g?2!XI- bhOIEIi, bfOIEIi, 

StSS OlSk^S dHDIEii), £3M0^idHDIE1i (AH!" 2!§*SW b|-0|E-|i, 5^ fflS^fflJQ- 
UH3ia±, if «3g^2!X|- bHDIEIi, EHA"I UK)IE1i), aSEUHJIEIi (l^S d|0|E^, i4 

5S^LH3 BK3I£1^)> HISLHdlOiai (gEI2bl0ieii, ^A^IHKJIEIi. Ofl3bHD|E1i, ± BEISfclKJiai 
i, SOBISUKIIEIi, S£OI ga3blOI£l±. D|-°i kIS blOiai. AH! - Elir±IK3IE1.£, ± ElirUl- 

OlEli. El SrHhOlE^, §« bK)IE-|i, AS 219 bKDiai), 3SUUK)IEIi <A>» aSUHHJIEl 
±. aS^7l51A"IS bKDIEIi, OK?i HKJIEii. EH XI SIhS dK)|E|40. OhaiUdHJia 

i (SEWg «3!£h£S»g, EfAl- dHDIEIi, fc^ StSSg^g bHDiai), ElMSfcHOIEIi (HTLV: AH!" 5 
°J <aj«@ UHDia^:, HIV: AIDS HIOIEI^, J2S=0I S!jgg ^5 HhOIEI^, ± ffiTgg HWIEIri, .^^ ^5 
UKJIEIi), EISUKIIEli; (SEfdHDIEIi), g-AlbfOIEIi (i§i3 dfOIEIi), "lOWIOIEIi (£!§- S*S 

mmm m\n±), g^dhoiEii «Hi§a draiai, Dn^sn hkjiei±) mo\ s^sa. 

n£2S.M DHiAf £9| bhOIEI^SI CHS5j°i BS Z!S btOIEIi: HBV 3! HBV-35!*! bKOIEIi 

J\ 2415! D. HBV-3SS dlOIEIi^ bK3iai: («£{ AILIOI- bKDIEIi, SEI-iMg bKHEIi, ° = 

UKJIEIi, ^3* UKJIEIi), EEffibJOIEl^ {km IQEtSHlOIEI ± , EH XI Ha-MdlOIEIi. ± EhEI-MJKll E1 
i, 7H EI-EhMHIOiai, HSOI ^S^a^S D>EFfibhOIEi^, ST^AIS! 33 §S bKDIEIi), DJfiHmKJI 
Eli (S^S UK)IE1^, MEI2DI- dl-OIEIi), OHHIbibKIIEIi, SBSfflJ^ bhOIEIi (3|Sffll^ 2mm± b|- 
, AKDISm^-SbroiEii, 4^ SflSfflli i^EI bHDIEIi, EB UhOIEIi, m M^.m± UtO\2\±, H 

°foi mE.m± w\z-\±, om umiEi^), o^ei?i- iehai m&& m\Ri± mm itfto. 

miaous s^s ssjs ui-oiEi^F iraxi si^oj ^xetFu s§eiai s^g. ui-oiei^e g^oi sia. 
oiEitJ- bhoisi^toi ^itr bi-si sot ^2 e«h§oi ?iife rna ee^ Dwg s^fiem OIS 9f a 

^ Al^ S}0| OflgJ^H 312 01 sg fi ^woj a»2 ^El ^gf AFgSICfl 3^3 S CHI 

sit.tr «ehs 4= asoi gffljto. 

B g-Sg ^'Altfe SfEH^ OlSHHIOflAI HCVM §10) ^SS 30IQK HCV2J 4=501 HDV(tif ^ 

n^/mi) an- icf mm^/mii lhxi 10 s ^fli^/mioi^i mgcm 3 bmiEi^ atsfe 2§g oi- 
is# * si^ ymtf gmig sg^ sa mai-2j 4=s s?fai?i^ 21 cd. sgj*^ irs- 

t&HUl. 4M S^AI?l= .2(11). SS0I2|°I D-5 98(01 , SfH )2|21 . °J$H Wil 

s a* sja-^t trsofe bi^oisi a^Ai?i^ 20 10 s agon a^^k^ ei^sj as *mm 

mJlM9\= 31CIV)g S*J*H3. <£*J-, 015 S^.2J 2sS £S 4= 2i# 3101 

*fS MAI-2J 4=f m7VM?\= 'gmS.S.M, °m §7hA|?|fe 21(1-1)01 gAIS 4= 2iO. 

"2E1U, S§| A»EI= ai-S A|£g!(01l, 96-fi S^S5)(HI S7FE|= SCHSfS 2f 300«eg ^2PSf 4^ Sl?l 
UHSOfl . B!SA|^eiO| ^A>2J 4* 57W?|£ fe^ ^01 AhgEISlQ. 

Va3F : BWtf&-BS(0l. tm SA»°J 41 S7hAI?l7l ?ISF01, 715 ^711 ^AIEJ^ 4=&g ^4= ITS 
(OL S«El)§ AlgSI-01 oiAll' 0|Iti££S1 SPhA|?l= 2(11-1) S t,^3h STS(01I. tff-O)^ *!t^S 
(3tFS m SSS)S SS^S-W E^l AIZ>-& *!fl|2| 4M S7FA|?|^ 2(II-2)M 5t,1i-D. 2 

moiai ei^ei-s, otis wx st^g schaih 4= 2i= ^ss^^ eig?iio«A) s-s^°i isit 

SiW5M= gS. &i!S gfS S 0|g S> c S^S 201 itJSQ. ££^, Q^2J 

a blE£. A>S gJXI- Sll- BOI 53^01 yjs 3H£|CH€HI gtJ-AI?l ^gS|-S S5j§ SJ- 

§t,^s-«j sstj-as SSISh= SSOI ^AISD. 

ass §a-2j g^oii t^aara §tf afs-^h^ agon sxii5i-= 22s ^ichsq. 

[Q-aAl, 01 a Sill 21 OllillMife agOflAJ AJ-gEI^ ^g(Cdl, *MeB)24 OiliHS=^ S^SIOl 3g^j ufSOl 

iJoiLKa 2#wi a^hs irosi 4=m a-±Ai?i^ 2^s ^ichsd. [o-efaj, ^mlhoa nati r 
«wi^ a-^Ei= 2§ tj-aah gtjsfe ass tj-j-n gxra ^hAi?i^ oioiaEKi i-3>. 

mm, timom vms a^Ai?i^ a h a§ astiete 2s chs^u, zgm e^Aiass^i 
a a- -era (oo, *^i):if°i sastsths s B«a» §chai?i di^oi^ &wm momu(\\ i-d bi?oi 

as sjasm ^^-ais 4= 21= &g£i^ sesj as °!3s§ a= Ei^(^Ah«s?ia^ mm Mm 
m= 2(iv-i), zm£.M si ^ohs AHitr^sw Ainy» s^ai?i^ 2(iv-2), si § 

Q HEHJ SJa-«» ?>= 2^S StfA|?|= 2(IV-3). S^l^j ££^ ^iTflSj ^EWI ^jB S±S1S £E= tl- 
*JHl-§£g^a AlZiy* #^5fe 2(IV-4), SfllS E}^2J 4# 5^AI5»|^ 2(IV-5), Ainy a^Oil A> 

mz) j\7\2i siass a-fhsn^ 2(iv-6) ^oi ^tj-^a. 

hcv 3ch t^g a#spi $i?H s»a ^schiai wibi*ia E^ig g^ti a ah§(hi gatms 
a> gasg s^is-ssAM'tj-ag s^ais q§ s^^aeKM m^im^M Hcvg §i4sm(i-2) ^aiou ^ 
s sssj s^g x-o?i§h=(ii-2) EN*ig 5tmm oi e^oh oioiai g2f§ a^2i- ^aai^i- t^ss 
e^oii xh*!^ai?i a on ^im^ xm tmm gn-sthAias^ hcvs^ei bch ssg sgAi?i^ e- 
711(11-3), ehigsy t.'-aai- e.«sh?n m m°-nw Mzttm ?isra bioiss :>«s&g*ii(mag xioom 

^is bF2h s= asg^j s^ga a xbqsts ^sti e7hoih ?i#g a^*niK cua 

Ai, 5 yg£J g^cm E^ £P\ SfllSg SBSSFS 201 SS 21 Alii! CHI 21QK 
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HCV Ahi1l°l ^Mt OhSjE £fS1A|A| <3H SIC1. HE1LI-, 7\\^ »SS HHDIE14: ^2 S HI 

oiEi^tHi cHEi- sa«ie! gas 7ii^ et-oi sub, hcv sais 7iis rna7i sch ^sjlhou shseich sjs 

0I2S E1 a E2/NS1 l^Ji ZEtJtJ- El^f B^HOA 2J5H BftSKEIOI 0)g tJSS #71 IHU# (HI 91 

CLTE1A1, 3CH *®g 23S17I 301 ftffiSI ggOH A1SEI = ITS ((HI. *tf||)2J SfcfOI 71so1£E§ 

ai^e *n?m= 2101 issta. 7io7h ^ssi hi-oiei^ gw=- eot?h ldlc^se kewsm bjsh 
Bswej ststL^2S sm si£ sheich sjsch, ei^ e^goii rati- ttfiPi- s-thsi-71 [in 

SOIL HKDIEI^ SAT^ £HH«t B«IS *tt1l212J gs? ^ttfllSAI gXH^ 4 23S *SSQ. CU-Eh 
A1, 3gH iJSBATSJ 4g S71AI3I7I SIS831 HK3IE14: SAIS^EI Emg2|- UfOIEI^ SAT- 4232J 3. 
Sit 71I71SH1 301 BATS £gsj££ &gA|?|£ 2101 S2SIO. 



9i Ah^ im^r hcv sun cm hkdiei^oii lhsbaise ot*!7iais sjstiot Hraiei^gsj b-^us s 
g*?2S ^maoiot *3o. 

[lt-eiai, s grs§ a^sash its ^*hhi %mm s^ai?iai shais £s#(b§)lh hfoiei 

4: tJ-SOl ITS i AlgmCH 2#sfeC1l sift*- £,fH7|- tJSIS xlElsl^ SSCHI 3*1" 210IQ-. 

SE*h AHf ttffl^ #71*1- H121 gO| 12 2?71S ^Att^hCH §t,HHI 2A01A1 ITgai 4 SJ7I tlHSCHI 

HI! 7.1l71oh=- S»= B3#g tJ#A|?|^C1l 2J01A1 gfiSIQ. 

[LTE1A1, B 1*221 «h 71AI °fEH = H10IE14 ^l gmSIBAI SAJOII ^MOfl STUS.- 4 2i 

^ AI-& tffllS iU^HSfe X1EI ^gOfl 53*?- 20IQ. 

B sS^J X1EI &-^g A>§t, h ^^, ^fiLH HFOIEI^ tTSg *^|2I- »S ifSHI- ^tmm ^S^h 
71 (HI ^EHS UI-OIEI^ SAI- SE^ E3^ ^t^HIM^EI gm&ICH SAIOfl ^SLHOfl SXHSW gf 

s ^Hefe AHf ^x-iis m*t%m\%2.g.>M, %mm sus AFgtt a^sson sish hes sisti- 

B aS2J 7311 SfEH(1)W ttE3, 3 SOU AhSSPI ««■ BS= 01 ^§ g-^SS HI- 

□iEt^ * , ■S2^ gfism «§ei at^s ailidi &snm g^eisistm Himoi^ ssmxi 

OIHZl 2£ 7hfe§H:F. OHM HCV 301 2#A| 4'AIOfl 4011 UEI- 901 S» 

ut-gOII AFgS 5H-I= HCV 3CH »S2| C-fifBS 2!*|SH2 OlOfl mtm 4= BSX ^Sfe 

3!0| UI&3jS|CK BSKH AhSS gOi 301 C-SBS All 2011 A|g°l 812! LHAI 160^0)1 

5"HS©f= Al§ 5^ 01 2J. SIDItHIK 01252 itt HCV 301 «fS!2J N-^BOII CHtf ii§ t^S# 

4= SIQ-. S.SIOII AFSS mo\ 3CH * h S2J C-SBS A|g 2011 ?I#S AIS2J 10^ LH Al 7023 Oil oHcfofe 
AfVSS 0|°J ^101*0. 

B WS2I 7312 2fEH(2)0fl [0=3, 3 #011 AhgGl-71 $|*e ^1121 ^ SSS 01 ITS'OI ^§ «^£3 HI- 
□IEI4: *rS2F imsm ^§2| £i^S AILItS &S7||(HI g^fclSJSUH bl^OI^ SEohAI 

st^cra oin*>2i£ PfsshQ. one §e, hcv sch %m?i a sal g» erstu.Aiss Em#&iu& 

HCV 301 *im2i N-^&i 01 CHI SSiSf 4= 2i= tTSsfe 2101 UHf^sCK BSJCHI MS 

5 SCH 301 ^S2| N-ga-# Ail 2011 7ISS A1S2J 1053 LHAI 7023011 ^BS^fe A1S £ES 0|°l Sl¥§ 
°JD|«tC1. 0I32S itJ" HCV 301 C-^-BOil zm ti^U 4 SiCI-. BSOfl AhSS SCH 3 
Of sfgJSJ Aim 2011 7I#£! Ai§2| 812! LHAI 1602 Oil M'SZVE A1^ 0|2| 
2J0I«3-D. 

^71 32 ^TEHCHJ 2J01AI, 301 WSOfl CHo» 3£2J so|g ^ StHSfi LIQ-LHS OUtlth BAT-EE 

A1 A«S 4= Si^LU 01 7hSE1l 01^4:, M5I, if. Si, ?f, i §21 ^^SSS B^tlt^^S^ S 

s .songster . §4=s /ass a^tis tos^ei beis his- Ansah ssmHDi as swimsieoi- 
on mi auxg^y two, eb hhdiei^chi °jsh ggtis his- aus se^ ^^oo °m 

6 atfgy t^ai, §! hcvs a-s^i Aig- ^= ssxioii situ twn. 01-^4, aih g°i 

B^5| cDNA £E£ S4!!*fl DhWe^EI S2 7123 S<2?°J SSA1 E+S, 3^e^M^2| cDNA £E^- S^i-fl DNA 
2J «!5S<^S A1g21 itmiOl ^1X11 a 71-23 S^2J °2A> Effi, 23S^ SSA1 Aigg Al 

8tKti.-3»S 7123 S^H| BB 5^ 21S *9 B^^SAI AISslOI SSA> ' 7I# 

(HI 21tfl *1J3IS 7123 3^21 8a7} E11i SejgSgS! §2! S^2J °SA1 BE 21- 5^S101 SSS 7H 
5tf tl-a S2AT-S ^HSBU AflSOfl °|oB ^SSS ABitJ- ^71 7123 SS?2J SS7F Bis Oliff 

MH ejBia2EI01AI°J E+BJ^21 SU-AI71 4S^S EK31A1 t^l, ^71 712? S^2J S3 AT- Ofl 
» »3 royc SSA121 at)| DB SjtJti" S3 AT g^21 5tmK)l AB^tl «Ha SSAfS S 

aass aiiswi 2j5B ass Jn^tj- 7123 s^g °2?aiuis sfs^^s sgjoioi 

g-g, 4 ssi 21 a-^ B^istHi ^01^^ ^tmi= bats 23 23«ai?i s§ tm 
y\m soi stiso. 

£E*l", B HH3I214 %mW iJ^t!" ^M^¥E1 HhOIEIi 01 2J &S(0«, *ffi|)5J ^ifl 

§ ^SS17|0il Sjfe*ti- 2EHB S^gsl-71 9ISH3I B10IE14 gJAI 3^ ^iflS^H HWIE14: t^Sfi & 

4 2i3 SAIOII ^SmOII S73ISI0I St^ii !>^BeH= A1& %*M 5x1£ M#«f1^- 4 x1E| g 

^5^S iSgg xlEISfe EJ-78, 5! ^1121- g-g ITSlS AlgsKfl 3^2§01l 2J§B 1>^S 301 tSi 
X S1FS17I 91 tl 23 S-S S 71 7.11 §*30. 

B ^ h SOII °itH £8g «EI g°-i} S Si XlEI 

B ^Wl A1SS £3g£ Sfl, fe, EH*!, t|=!4^, ZS^ SSI g"S 4lg^ °«| 5*1- 

tJ-EI. 

B ITSOfl aOIAI, 7 IS S232 *§gg ^Stl 2ISg SoB x1EI§1AT &3A1EE Singly t>^H21 

&2 ^tJ- 23-S01I 4EHg ^gei-Em ^SLH 301 *^S21 §"2 HH3IE14: %mm XlEISfe 

&aOIQ. CDEIAI, t,^ BAT°J 4g S71AI7I7I 9|uK« HH3IE14 SAILHOfl 301 *^21 HI 
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o\£]± %mm sessss g»Ai?i = 201 saw. 

0101 Lmm SHJ^ giHIOI2(SDS) SEI013H010I2 S 37IS§(SDS-PAGE)01I CHS101 1*51*1 21= H121 

soi, ch^B24 <LmmB sos2j sxhsioii i*ieioii smi 222101 3§522#i ssstra 31 2121 as @ 

A>=- EMFi1l2 a&S!Q. WStM. S0S21 S£ MOIgg 31SS-SHS Sttt* xHEI^ilS §71513 IdfOiei^ 
7h SiAm &^ 0RJE1 feSSLH 301 ttfl» S£ HK3|E1± *^Ofl CHtt-tWI7l- S2EI01 iSMLH 301 
SI- S= U10IE-I4 *>£121 &W)| s 01 yO . 01 53= ^AIOII 7CHIA1 2.= UW SOI HCV 301 *^22ijiE1 
3SEI3Q. ^, SDS7I- tfSS SSEIXHIS *3S HCV-S3S £«fiLH 301 *132J BttSHi 1 012F2A1 B 
iJoFSSUH 301 »SS OlSAf- cgffloj 21*13 2122 *SEI= ^1 xltHlAI SgEIKCh 

gtJlKashiwakuiwi et al., J. Immunological Methods 190: 79-89, 1996)011 SUS H121 SOI, XH2iJ- 

hcvs aresjs $-mmm sutj- £3M2¥ei sds-paseoii ejoi beis sch i,^§ sii^g b 



oinv 201 Q. 

3E1U, a- sara 21= usai sDsei s= soiss 71133-2x11^ 014 221a u-eilh 

55 tftfl2h°J S« *ftft| 9.1-StHI §j7HSlUl fim£ f££J- B«AI?|DI 3I322MI 3 7|feS S2IAJ31 
S2HSJ22 3S22) £ZHt*Q. iE^, §OISS 7113 1^*1121 flEIOfl 2J§H 011112 = 21 ' $SDY EY 

2IEI01 1^ *h*0£12J StHJI SffflEIOI 01= 32221 &±g. OICHAI = ^373 SID. 32221 yy 

±S £EH*fe US! JlWtYH £1SKH SDS XIEIOI [&B t2fe CHS 43011 2|*|AIS °f^AIU 

ifi^l 21= 11373 SICK 

S0IS2 M38g71B ?fl3SSX-fl = *P2, £0121-, a?ISS, 0IS3B, S§, °fSO| § 

21- S£ 4E.KHI 2|*i 8 TIB 4= 21= 222 ^Bt73 21Q. 2?l§! H121 SOI tfSOl SI14S MS SS! S. 

= a 0121 sfaoii 2j*n sss 4= 210= Ai-^s sos *iei* m% mnm a^skm tt-s^-H ei-soi s 

21 4 2ls» 71EISQ. 3 SILK 01 S Ifgs AI^QF ^2t.f m*kW i25 SK3J, S ^SJOU S{ 

u«m sfo. 

sura mm g°-!i£g a^Aiu22-w, &§on s*f# disixi ^ omi«i- 4=522 «s eoi^ 

2^ 7te«HIK 3E1LK 01 gM£ S7hEI& ^SM°J 2fO| JfltL^ICH 2i- Ol^^h Afgtfe 

§2f ss sjs^- 4^ aa. oia*H ^qiiai, ^i ggi§ b s^ssj =sioii si^jswi srsoi 

[Q-EFAl, e WSXI-SS S SS2| SfEH 2A1 M0I22 7113^3X1121 S^ 5*^ ^El^fl2| 

*iai7> moi^s es?3i on.. sith e« mm ss irsoi aw -wn sr= 4522 s-^ais 4 

S5S2f gAICHI §OIS^ TOSSSXIIOII 2J«| 3CH *^2| S2fS SCHAIS 4 St-A|g 39Sh2LO;. 
B ^SAI-sS SDS2K SS SOIS^ 7H3SSX-11 21011 QB TUSSS^S tfSth SIEI3EI12J SWl 3i8& V 

aio«.Qi*t.= sdssj as saj»'ai»Aiii 4 2i2m a 21^22 sdsb 3^22 ^ei-nsi s^ion 

yii25l01 °l&gW tf&Am 4= 21gg g-2Sh2Q. B ^SAh§^ SDSO|2|2| TfiSlteXf^F 

SOI 44:012 2»AI?L = #121- 2^71- SDS2J- SS §01 WSSSSIS 'USEF »EIW0i 

SOB SA|*I- 2^h aUSHll dlOIEI^ SAIS^EI 301 *^2J S! SSLH tt-aOi -«S t!59l2J 11 

atpi's?ei3 a§oi 301 &soi schsd= 2fi srasFsiD. e wsatss aisat a 
s 'Tflas^-na tj-sth «sixii2j m?m mnsiw sjoa sd 3^21 hi^£§ 301 tha^i 3#oi g-s 
§s s-a*h3 e ww ZMmaa-. ' ~ 

AHg2J xHEIS *t§H A>SS 4= 2iS SDS2ISJ Qhg M0I2S SI 9^5^12^ U2# AH1 ^ffl|0|2 £E^ Q> 

** ss ^iaioiM .h^eis. sru aslioim. oaaa, use ccn^ « sluoim,. a-a ss ^smoi2 




suoi2; sOis^ n'Bmgm. oas MEi^Aioiia?? oi^snyy onEii2((m, meis xioo). ms\ 
^Aidmiss ityaiy MEi2(oa. np 40), gEi^Aioiiass mmm oh^eii2(oii, 2a so), mei^aioiis^ 

£014' 01IE1l2(0fl, Brij 58) S! ^W 3^3A|H7F S^SQ. tiVE&& 2S CHAPS2J- S2 711 3 

5B12J- 2EIS XI 0021- SS gOISS ?U9S^«IOia-. £*t 2±, EJ2^Efl01 §21 SOI 3£2J 

n>2i^^ §s(EWiis ss*o)g m?m= 201 seishik 

^EIAJ AI-gEI^ bh&^tl fe^fe SOS°J 3? Q.SX 01^, CHAPS21 3^ 0.1% 012", 2^5J 3^ 1M 0|^, 
2EI5 X1002J 3° 0.75X 0|»K)ID. 

^12J »£IAJ A1SE|= SEc 4S40I1AI A1SE|= 2£ ^ 4*C LHAI 100*cS 4 2iQ. 3EiLK 

eois5 Tus^xfi^i §711' tm 3ej ssoo chob 421^1 a^a. hfs-^s^^ 37*c 01^21 ss^i- 

A1SEI01 ^§21 gfSI SISH s§| AfgEI- 50*C LHA1 60X21 SEOflAI X1EI71 SO 221^0101. 
^123221011 21^ §*fl°1 J3I71 

^S2A1 SOI AFSgUH, 3 ^MCHI All 5^ DDHI^EISehOU 

2 jHEiSaS S-#EIDI 50232SS HCV 30121 SS bKDIEl^ *^(HI St-^SIOI =g# mm 

4= 21 CI. COE1AI, B SS21 SSSH 1, C B12A|, §1ia^25!LH21 gjg £Sjtf22W =§21 SSHM AflTlol 

= 201 m-n^eio. oi m^m mim^M b ^sai#= e^2i oioioig » titj-gs siu 
oi m7Yoh= 201 yi^'sms 2» irasraa. 

OIOIQS SHSj-S SmfM2A1. OlOIChg, SliEIS, OIDI D§OF3g ^, 0|0|CFM?1s^AISC1lotO|2, 0I0I 
QS?12^^010|2, OlOIQ-eCIS, 0|0IDSPE|2?12^^^ ( OIOIOSC|?h2^<y, OlDIDSHIgrg, 
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OIDIQSEIEEIS, OIOICBEIS, 3I5EF3, 0IDIQ5HIEIDI3 SOI 4 2iQ. 

31 MIS SttfSSAI Mg£5h ojgOI-Hli!-, °J1, °!ffOMM& 3S0MIM 6>0|EE|-AH3IEl, 2JB 
OWM WIS (HI5E1I=, oi S ^ B a^ 2JS0hA||MUM§, °!l?EUIi, 3S3IS**iSra3K)IE, 3B?hM 
oi#CH|Eh#, ojMOmi ojgofl^S, 3S=SHl§£h 3SHI*Mtf, sgg mi* nm. 3» 
□Wld, 2!iOW§, eiSMEhM, 2JE=SS!, 3 EEFHJ , SOI 33! 4= SACK 

§!7ftf= §° 0.5M LHXI 5M, °!S0f3Sltf2J g? 5mM LHXI 50mM, 7IEF iOTSJ g° 0.05M LHAI 

0.5MOIQ. 

ajg, HCV ul^ EMfijS'll- IfS gsjgg 0 | B0 , 5 =*jo S ^EltlXI SfeEFS AiiT^S goHEIAI S 
=D. ¥M« 3*1 §g ^gCHI goHAI?l7l mM 542 VMS ^ISg-S^S 24-2 

E£ 2&AI?IS SSOI ^ SffilAI SiQh. 3E1LK 70HJ3 SSEHDIE2f ^ i§ «£ g-fflj 
§« 4-S2EM 3g01 4^ ggg S>H 352^ IS)*! 2iQ. 0|E1«J- Ig§ 5W2 S(?K2M 
chaotropic agent s)2.SVE1 MS^ OlSg 3»f2I5ij OlSOIEhSIOI MOISS OISESAI 70HJ 
3 OIS- E|<LA|OmiOIM 0|2, fi^E OIS, 2l-fi£El# OIS, BS^d" 0|S gQ| 0^973 oiq. oiS 

o\*m m^t^ soi ^ej-gg zmmm ?mtm afseisid. ?^mssi oiss dtoi si5 sxe 

VE1 s#*1Esl ttast& ^SS Effe 7|CHEI2<L>. 

neiLK oisoi i^mtm, s-^nsj ow 7571- shieidi oums= ^^i- maisch 

2^ 2Sfg eftEIH 3SSS ^5E|CH ajzm&(. g^|g oPISfe 303 ah^q 

fcJB. OIS2J W£ E3fe CH¥S CLEM ^ c£^ ^j^jCHI 2JoH OIS H\3\m Sfid- 

AISUH ESS 12= SEH2J SAI fl^SQ. 013 £ ?f£§g" 01=21- ITS ^E|X1|2J AtS3h £h 

a?olOI £E CM= SXflg ^EH*0. ^, S ^S°| ^S|o^ ^|E| g-«(HI [jag, ^^011 SXHofe UPIE1 
^ £i^!£5 %^mm OFLIEF tSMCHI SXHSf^ %>m\ ltJ*h= n ^a^h SAIWI g 

&SaEICHO|: 3Ei°si, OISHg£| ?mt[= MSCHI SXIIsl-^ H atFS tJ-^IIHJ sjg 

[O-EFAI. OISS AhS§l~ »EI gflHW 2>3tH SlCf. OISOI 12.1 

mum 

*>12J SSOI ^Xll^ 4= SiQ. 

s^a?i- gs-^teife ^2 (hi cHsi-oi ^s'hBi «ei» ^ xi ei §oi °id. ^gsj d- «ei^ 

^ CH^M2J 3^ III SUM StBtfe ^tS§Hl «g£! ^SSIJl gaSOl =§A| 

(HI Ha .^Ofl g^EICH SESM SSI 4= 2i?l [IHSOID. ££ QF# SJU^Ai, o«S *^0| dl^OISio^ 

B &"SW»S ^OHJE! *IEI£1 SSS d tSEISAI SSM S22I- ITS d 7HEI2I- ^SS SM^HY 101 
LIS «2|2F" S3 SSIg §111^ 4 2iSS S ^S» SSSt'SQ, St.^ B WSXfflc 

^?0HJE!3f 0IS2h dSm»IM Stm MEiMW 3113 S« 391 ■'■SPWIS 201 UH,^^# 

dS^fSAI^ S£h ffl-Af, OfAfl lif, e E |=^ SS o W |ea^ MEISsiSOWie aj- go I HI- 

S,^olO. 

»-a*«wsAife Tiism-STffl - wig as chaps (3-[(3-Ms>oi£Hsa')aiHiisau2]-i-sss- 

'flajO|S>, CHAPSO (3-[(ME^□IS=S§)□[}^llSHUS]-2-S|0|HSA|-1-^S5^^5L1IO|E) > sO-'tf-tf- 
WIEI3, 3-(£Cil^a0fl^SaLI2)-1-=S5^SL1IO|E > goiSS TVZmgM. WIS §3 SEI^AKHISgS 
01 easily (HIEfl=l(011, MEI^ X100), MEj^AKHIl?!! iryKiy DflEflfKOiL NP 40), gEI^AIOflg?? # 
HIS OliEOSflH, Mgj 20), SEl^AICHIl?!! EXfl^ 0flE||S(0D, Brij 58) S! »^3A|E3h UlS^Sh 
EK £Etf, S-aHg 72§ 45 OIS ^ftWS^Mi ¥S^£1 Mlf fe fi5£F g 

a oi u?m 4 2ia. 

§51- 2M 01^ ^0H_IS eiOIESMSEMDIH, 2X Ol^ej MEI# X100 S 0.02X 0|£f£J IS 20# 4*c LH 
Al 45*C2J SECHIAI Amm= 2101 d^^iSFQ. 

OiHti- SEHCHIAfg, d|-0|E15 t^SS B ^S2J *|EI ^SS AHttJ^S^ HCV ££= HBV2I- SAI-^ 12m 
5>fe dhOIE15 SAI-g tfS^ iSSM^EI 1TS2| SSI, ^ STS^SAI SxflB AHS^fe 5*1 3SSS0fl 
^tJt^ &#AIB 4= SigOl S^thQ. gSCHIAI AHfEi HCV HBV2I- 12J\ °AI*f dH3IE15^ 

RNA i£S DNA7I- &«t|i!S fflJUEICH 2iH 01 fi 5* £Haj§ £ES A|§ efOI (Hl^l^fH S= 751 ^ 
UH3IEi5 SATs d|OIE150|EK OIB^ d|0|E152j 0||SS HCV2I- 3SS #EFdldKDIE15. 

3^§SdhOIE15(HIV)2F EIIMilHHD|E15 §01 5*^EK HBV2F gO| Tilfe^SAI DNAg ?>S 

HHDIB157F 75^^si SAFSflll 3011 

dWIE15 SS2J if 

S^7I S2.KHI 4^71 S ^SMCHlAi dhOIE15 tJ-gjg SgoK5 ^ g g«oj caigg 

dH3|Ei5 SaOfl CH*!- t,^7|- S^EICH 2iA| S^Cfl 3g£l«| d|-0|E15 t^Si bigA|?PI ?|5H dhOlEi 
4; SA|g MiH5^ sSsl-CM iSSOfl SXB^fe i>*Bg mmi SEK [OEFAi , y# 

0)|d|«EIS gfixl SHDt HfOiei5 SAI-g itgAl^lfe dHDIE15 SAT-giH g^°| SXBS #M§ICK 
§51, dmiE15 SA>-Mifl MS UIOIE15 SAHHI dmiE15 *^Jg 9|oH l!4-SiO|EK 

HF0IEI5 SA>S °'ahsio^ >n^o SAJ *ha^ 3CH t,^OI ^t^g *!^5H31 SATg *f£5ffi SA>^ 
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XI9 ?m 21 °| &Hqga S*J*t imaOl 2|^|| 3§£|01 2JS ^51 sE 21 S 2£g °J012Q, £E*h 






■ #21 S 3 

2_1_|-. 

S SiSOfl HISS AI^SOilAi 3 
01 t 

Hcv^i g°, soi sfss sa^sEioii °ish seis tiroia^ sab xieii^san asv 4 °i£[n 

(Takahashi et a I., 1992, J. Sen. Virol, 73 : 667-672) HCV SATS MS! 80 S3 ME|g X1002F If^ 

yioiss Tiiaihsxiis hssm mzm\w& ^eim^ §sai?i gsAin 4 sisoi 0101 ssEiaci- 

(Kashiwakuma et al . , 1996, J. Immunological Methods, 190: 79-89). 3E1U, 5!A>2J 2^ S# Q| 
501 S^xl SfSDl 4fS0| S3«| hiMtlSXIOfl mi BJSOl yOF°iQ. *A r 2| 3°2S, QSltlEIXOil 
§71011 2|SH 1^1171- gS-^fEiaH 71I3S5XII Xhfl|2| 3**011 CHoKDI^ CHILI*!- SO. 
B BTSOII CO-EI- ^2^5 jjigg^mg gA.og iao , gqisyojp. 3 7H3H5X1IM 7IB^S*i- 

S SI ^ Also SAN UHDiei^ tJAH-H trS!2| £s32J SI§ ^ °!§§ ifetfefr. ° s 
22r^°i *ISIf5*ll£A1 *^AKH0fl 107H 015*1 e±a ?>=• ttfl Era»2 r 0|»/^ r £eVaw 6pi 

» at ?ia»3»i as §0155 ?ias«j«7r 23s 4= 

mU EHIIIffil- OlXr, 5Xr as ArXr Or°J» 719 MBO! 21CHA1, ITSPIS S|iH Sfli7|7l- HhW^Sr 

Sl^&^i, '5 o^- 0 ' ummmz 10 lhxi 2001a. oejssais 5x* as At 

XI- u>5! (sSh)OI arli^oH-h. 




fi±£l- SOI 4=5 a?7|£J 2^01 ij7rl! 4 2iQ. 

S STSOIIAI BS25AJ2J aingsy *JSfl 

SSW Ah§S HCVei i?5 B-ffl|§°l °2A> &SS ^01£ HCV2J N-^E^S«E1 1 LHAI 16032J GIDIbi^ 
A11# tfS^ MEIHEWIHEI S?l Al^S ^ DNA BffiHh HCV°J B^SSJ 3CH S9f *i- 

esiw ak§s hcv msm seiseioie^ t^-tcv turn s«*^qs sth spis 

EKIIE.£Efe aaHEHDIES 2JDBH3I *H3|SSIEDF- — --" ~ " 

9 4fS£«" " ' - 

HCV 

3»fe SEISEHDIf 

A1S 3 LH73 6011 ^l#S OHllici* A1S« 4^1 §4f SEISEJ-0IH 5! gElSEKJIHDfl m«i- a mgo, 

5^ & ya?3 siQ. one ms, 22a ©tj- seisefoih as MEi^lfoiH (Sm 7e Tia *' 
sioief ttc r )# a-assAi as- bsa, klh §21- tJ-a^Ai B=£g as Mi XI f Oil =5oi 
— ^^.^)»9_s^£_<5aiii JE=jn»e_*oi«iq_ balb/c otee ^^i^iss 3«f3»4 ~si 

oi 




21 (Nature 256 : 495-497. 1975)011 [0-EI- 4=tl^ 4 21Q. 
571 S-aOl] 2|tH SIOIMEISOr SJS*J- HHS«!0flA| HHSfS" 4= Si^ffl a a>«5J 

wsfl ^oi^°i *mm UE1LHS sjsbm ^5sfs ^oi^eisdi- Afl^s ^yei-ii gsat»a. 

5WIMEI£Dh2| SSy« 9loH Bl^ U5 geSOfl 9§ t^*! ^(Eur. J. iSunoi 6: 5Tl-5138^ 
^Isft'gtu^S' 010,1 tKh °° a StS ^^ ^= EWH AS AFSSj- m& 3SDrM3EHiri2J- 

571 SkiSW *»i1l 01 21011 ITa'^MAI AF§=i MAW *J5^- 4 SIQ. OHM S3, XH5t, v 5J-SII7I- ^?fl 
S01I 2J§B 5-JtlSI 71 #EI 21 Q( Trends in Biotechnology. Is? 62^70. 1997). 
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g ygWI CUE! SlrS^y %m= E^-3|a H^S^gg, Sici« E E 

^AFSS^gg, SS-7IB 3§ 31 Eh £EI yBI2 S«3§0ilAi HCV ^2. B«!§2] gg g ggs 

sit!- ai^esai asbo. 5ai smm ggg %m Mstm. sir msm. &wtm mm. si 1 
§oi 2.XI m&m^M Aigy 4 °jo. 

0111 »a. *5slh aroiEi^ *>se 2goK7i £isn iH=o,xi bs?ii-:7is ggt afsb g°, Ai-gg s 

B ?IM= 12*11 AIAI*II(01I, D|i^?h !°| LH^^)^0« ERS S1U 0I#2| SicMSy 1^1 £ES £A| g 

soil gfcj-a siu 015-21 a^asy £es oi2i ess 3E*>Ba. am jqjqsi^oi ngs eirfg 
y itf-iiB sai ajxBsy *>-*flg strsi-oi Ai-gy 4 sjech hehj eis-gg xiiSois ztio\ 

4 

Aigi 4= sis niii TciTiaiss wis ss sei^eis!, gEi?ismoiM, sa^gai el~ sauias 

Bf 0,1^^1, IS, ■ .AISS 91 SA-flB. H|E(SW± HIE. *Jg^ All 5, 34 t^S §), 5f(aii§ 

b yssj af^oii a>=s, ss2sai %mm a\%z\o\ sgsis s«2§oii ^ijb qb\wm hkdie-14 s 

AFS^E-I UIOIE14 ^31 g0l§171l Sgy 4 SID. EB. S ygOfl B}£|- bl|-0|E14 2JA>g iJSB £«g 
5 SJEISJ-HSW, itf-fl §g AfSSKH SgolB S^SSWI 2|3B dl-OIEI^ tJB2J 2!B 

sisb sg a 1 §s» ysy 4 sjq. eb, e ys°i ajs *iei <&*m s^ggg 01 

g§101 £SgLH HKJl2+±2l °°g ggSKQ H|-0IEI4g Sifefe ?|M, 3§ S SBAjefg Bg 4= 

sa. 

OfAfGf 

m?j gAioas e ysg GuiBa. he-ilk oig ^aichi^i- g yg2j gsig bssi= a£g si^eixh 

AiS BSEh 

^'AIW! 1. HCV-SES g£ISEK)|E°| y*! 3 §«| 

(A) ys ssi-iDiasi ^si 

HCV2J SO) ^S-eiS ME^DIHM Qgl yOl SfjgiSISD. pUC 119LHg C11-G21 ss s C10- 

E12VB(Bfe Dlfe'AJ- §7H Sis 1 994-38765 )g ££J§^ ^ S'S §E^0|H pUC CM-C2I 5J pUC 
C10-E12°l ONA 2f ImsiS 20a621 731*^4: Hl-gg^[5QnM MEI^-HCl, pH 7.5, lOmM MgCl^ ImM UEI^^Sfl 
0\m, lOOmM NaCl, 15 °LI EcoRI S 15 Clal Sifc] S X-Ot-fSii: ^Sg^MOmM SEIi- 

HCI, pH 7.5, IGraM M^U, ImM CIEISiiaiOlg, 50mM NaCl, 15 SLIM 2j Clal S 15 SLIM2J Kpnl 3: 
i]£5 2^ 1AI3- 5°i- 3?cO«A| MoBAIgJ E|-§ 0.8X O&tSZi 1 27IS#5K)| 2f 380 bpEJ EcoRI-Clal 
BS21- 2P 920bp°| CI a I -Kpnl §73I§FSEF. 

pUC1'19g EcoRI 2h Kpnl gSH A| 3\ =^2) ONA 41JEHCHI 5^21 10 x E\?m 660mM 

^E|^-HCI, pH 7.5, 66mM MaC\ z . lOOmM CIEia^aiOIS, ImM ATP]. 1«fi°| T4 E|7W(350 &tM/t& S 
II S7>S101 # Sl» 50«BS El-g 16-COilAI gfAB HHSSHJ1 SjKfSI ^A|S|-2CK 01 SEfiQI 
Eg 01. gEHDI JM109g ^'2!&A|?1 MEF^OIE pUC C21-E12S 4§SI2JQ. 

SE^OIE pUC C21-E12 ONA 1 Ubi3^01l CHfB Q§2J = EEfOIOlg AF§S|01 PCRg ^AI^hSQ: 5 - 
8AATTCAT686CAC6AATCCTAAA-3 '(Ms 7) S 5 ' -TTA6TCCTCCA6AACCC66AC^3 - (Al^ 8). PCRS 6eneAmpTM(IH2l 
^0) AB^^ JiOS DNA A|2f 9\mm AFgSIOI 95XCHIA1 1 .5g §2GJ ONA 95, 50-COflAj 2M 
21 Qiyg, 70-COilA) 3g §°J2| DNA tj-g 52)5(011 Aj 4'A|§1SQ. 01 Ofl fffEJ- 4^=! DNA BSS 0.83 Oh 
71S5 ^ S7IS§S101 SEIoHl gEH^ EI-^Q ^(Gene Clean) «S S^SFaEF. 

HIS, pUC 191 SmalES g5BA|?|H PCRtHI °|$B 4=§S DNA BSfi 5«e21 10 x EI7F731 S.i-frS?i![6B0itM e 
BI^-HCI> pH 7;5, 66n*l M^l 2 , lOOmM PEISiiEOOlM, ImM ATP], 1«C°J T4 £1^731(350 SLlM/«e) S g 
(HI i! 71-5101 # S1FB 50w«S BSDS 16*c0tlA1 gfAB HHSSKJ1 Sl^gg ^AlShSO. 0| SEhiQIE 
S 01. MEI-OI JM109g *J!2ShA|?1 gSl^OlE pUC C21-E12 Smalg 4=^SF2Q. 01 SEliOlE DNA 1 M 
g 20«62J 731^2:5 Si-gaoH [150mM NaC , 6mM eei^-HCi, pH 7.5, 6tnM MgCl 2 , 15 SUS°| EcoRI S 15 

SUM°| BamHI S5]0«A| gffBAIZ! L>e 0.8X OPFSZS a S7ISg§hEM 2f 490bp£| EcoR I -BamH I BSg 

mzmn oi g hm?ci tg£s sjhioisd. 

□101 Al, 1/eg2J y^ HjEI Trp TrpEEJ 0NA(^*s DI2AJ- m&\ S?H2?2: 1 993-84085 )g 20^°! I-flyHr-*- Hl-g 
§ 0 -i!(l50niM NaCl, 6mM ME|^-HCl, pH 7.5, 6mM MgCl 2 , 15 £L|M°| EcoRI S 15 SLIM21 BamHI Ei]£ 
^ 37*c(HIAl 1AJ2J- SB StBAJSQ. ^S§^(HI 39«B2J gg D§ 70*cS 5M SB 7FgS(-SQ. 

3^1$ M2J AB35 y?hEIS 5^ffFEI-X-0(BAP)g %7mH 3Vc01IAI 1A|^f SB HHSShSD. 

E»g 4§i 9I5B BS ^ti-gOll Bigg m?m%t€}. 01 (HI HJEJ- 4=5 #g OflBgg S^A|?IH 

SSS tlSgg 215AISQ. 4=S EcoRI-BamHI-XIEIg! ™E1 DNA 1/ig21 4^1 BCH 140 BE g 5«8°| 10 
x EI7CT &*soM[6 60n ,M Md|^-HCl» pH 7.5, 66mM MgCU, lOOmM QIEiaiiaiOlg, ImM ATP], 1«e°| T4 

£17(73(350 SUM/m8) S3 g(HI g 7(^1-01 » Slfg 50«eg B^ DS 16'cOflAI gfAB HH2T5I01 SSBSg 
^AJoFSD. 

BS S^g lO^eg A1SSK31 01. gEI-OI HBIOIg S§3?!o(SQ. ^g'S&g Slsfi AISS! EJSS 
□I. gEI-OI 5?= Stl-^H &g[Mandel, M. and Higa, A., J. Mol. Biol., 53, 159-162 (1970)]0fl 2J 
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§h mm ^ sick sissfs 01. semis 25^1 ssui^oi tjss lb ii.ua mums-, 0.5% 

NaCl, 1.5% ttS)#Ofl EgSUl 3?'cO||A1 gfAB HHSShSJO. HHS= ^ES A^S}0| Alia 
SSL! 1 ^ES 25As/m I SSni^gjOl tlSB LB HH2> C HHAIM m?\H 3?c0j|AI &AB HH2fo|-5SQ. 1.5m£2J 
All 2 IJH^fge S££EimO| A1IES 47\S* Lm SEI-^OIE DNA3 m?B\ [ Mam i at i s et al.. 
Molecular Cloning: A Laboratory Manual (1982)]RM :£A1IECHI ^gei-SO. 

3?J? &7\ AiliS SEI-^DIE DNA IaqS 20«82J AH*tH:4 S^Sgaj [ 150raM NaCl, 6mM MEI^-HCl, pH 
7.5, 6mM MgCU, 15 SLIM2| EcoRI SI 15 SLIM2J BamHI EiJ£S 37*C(HIA| 1AI& §£r SSBAI2J 
0K?IM* 1 SPISSS ol-SQ. 9f 490bp£J EcoRI -BamHI BES 4»£*J- Trp TrpE 301 160 1^ SEkb 
01 ES 

(B) SS SOI 1600)1 ^Sitfe! SEISEI0IE2J g*j S §A1I 

BE SEh±D|E Trp TrpE 301 160S ?m 01 . 3EI0I HB10IS 50Ao/mfiSJ SgEI£=!OI 3m£2J 2YT 

UHXICt -6X IHS, IX 2S?ii, 0.5% NaC 1)011 SgShD 37c0flA1 9AIZJ- HHSfsFSO. 1««2| UHSf 
SS 50«j/m££1 ?3E|£HI0I ftfSS 100m£2J M9-CA HHAI(0.6% 'NaJIPQ,, 0.5% KHjPQ,, 0.5% NaCl, 0.1% 
NH*Cl, 0.1 mM CaCI 2 , 2mM MgSQ», 0.5% ?rA(Olit^ 0.2% i?li)0| S7IH 37'COilAI HHSfSKU-. °'S 
OIHBaiOIMS 0D600 = 0 . 3011 AH 40,*g/ z 51 gg £ES &7|3}j2 16AI2? 0|g- HHSTShSQ. HHSfgs S 
SSEI*I01 All ES ^IttSQ. 

A1IE01I 20m£EJ A[50mM MEI^-HCI, pH 8.0, InM EDTA, 30mM NaCIJS ^3>1SfO| ^AISQ. 01 «j 

S2SEI&H3I 2.6g£J BfQUSS 4=^Sr2iO. 01 CHI [TJ-Eh A1IES 10«i°l ^#2h AOfl S^AIS 

q. oi. sEKDisj mms. gaiMZ! m s^meiokh hcv cdnasi ttpeoh situ ssats ©t^ seisj 

EfOlE E^ 3EIUEKDIES thS*! 1 MS£ MS!S ^ftiatt. S^IOfl 6M fi.^71- tf^S Si-gOH A 1QnJ! 
S S7ISI01 SEISEI-OIES §5BA|?|I2 *e*h2lQ. gfHS ^SSS S-AHEI-S^S AKtSKJI OIS 
a& S§ HSOeHSHIEIStOl Sftt SEIE'EHDIES §*1l5l-2iO. 

£A|0fl 2. SI-0IMEIEOI-2I ^AII^S 

SB CHI 2J§B *1I££! SEISEWIE(Tr P C11)S 6M fi^SCHI gsBAiapg 0.15M NaClOl 
lOraM ojAJ-a ^#°-1)(pH 7.3)§CHI U^AI?) s|§ feE 0.2 LHAI I.Omg/mfiM SiftH §lf5J ^All 
(Titermax)2h Sfe^Ol TrpC1 1 SSf^S BS21Q. TrpC112J 0.1 LHAI 0.5m 9 /iniS 01 

4 LHAI 6S.3 BALB/c OF^CHI ^&LH ^CHSI-SEF. SAf^ S^tHS 2^0ta ^A|§H1 2 
^^1- AIUA1 £3E| ^JS^SCHI S§H£! 10xg2J TrpCIIS HEI 

3^' S2FSI-01, HISS S^tl- SSS¥E1 ^gafSS. MEISH2 «B& Ehs 

A1IES SiflS>I! RPMI-1640 HHATS 3tl A1I=!S^CK Afl^=, 2.56 x 10 r A1|3S CH^^S^IOfl Slfe 0|-° 

± A1S^ SP2/0Ag142^ 1.64 x 10° UISA1IE2> 50mi S^SEI5hCHIA1 Bt&tfZQ. 56fS# .200 x 

gS 5M S^MEISHI felil A1I7I^ ChM g^SCHI 50%' SEIOfl&SS SEIS(PE6) 4000(O13Af 

A1IM)0I RPMI-1640 HHAI ImfiS S7ISH1 10mi2| RPMI-1640 HHAIS S^SVOf AI5 Stf« M 

AieiaQ. 

PEGS a^jMEI(200 x g, 5M)^H31 All Tit]" «, A1IES 96-S S50fl 10% umiEH^i, oi- 

□liEElia a EIOIS(0|§F HATEh *HIWOI RPM 1 1 640011 Al 2f lo^^K UHSfSKB BAI SIOIMEIEOFSr 

» ss-AisEi-. ssi-^ tmm mmm elisa s#sioi s ^^s^ ^ 

m mo\gw aicgsw tftiis issmz oi-oimeieoi-s ^MtistQ-. 

□I CHI CUE!- ShOIMEIEOI-S S^2! Afl^ tl^ ^SCHI [[>Eh EhiSSy§H2 §K3|MEIEDKS 

HC11-11, HC11-14, HC11-10, HC11-3 3 HC11-7S SSSI-SQ. OIS 4S°1 SKDIMEOfe S^^^SS 
71 o S S^JS (the National Institute of Bioscience and Human Technology, Agency of 
Industrial Science and Techno I ogy)0il 1997t3 7S 4HWI 7I^IEISli°01 71^2 FERM BP-6005, 

PERM BP-6KE; FERM BP-6004, FERM BP-6002 SJ FERM BP-6003S ^OlWSiO. 

^•AIOJI 3. 5>c«SVftraS| 

^AlOfl 22J SSOflAI SHDIMEIEDhB =EI^=& «EIS Oh^ei ^3Dfl SSsiil ^^Ofl 

fiissy t^Mis ^^hsci-. Esaej A-stJ-s ahefsz sss Ahssroi H±ssy *^s 

§ Ails KB I g6 gmW gElffhSQ. 

SDI tMJMW; Ig OI^EIS «J0 ( AlOfl EAI X1IS)S AF§«j- S^SgOJI 2JoB 5S oHDIME|EOS¥E1 
MS^! 5kfSkr tfSfl C1 1-14, C11-11, C1 1-10, C1 1-7 3! C1 1-3 2|-2|2| OI^EhaS C11-10S C11-7HJ 
3? 1 9620111 CH11-11, C1 1-14 S CI1-32J 3° lg61°J 31^S iieiSQ. 4^3 5S HitMSfeT tffll 
(HI CHofl, HCV 301 g^^S^EI S2HSJ AI^CHl COEI- fe^S 207H 010|i^^ ^SS tig SEIOIES 

AnsKfl chiuise m^s ^ Aims a. m?i s ion ue^ 0121 3 sh= nsbi 301 ^^s ^01 



35-1 1 



^2000-0068705 







C 1.1-14 


'WV* W$ 4) 


Cll-10 


"asd-Vs (^91 3) 


CI 1-3 


'Vo-^Gly H<g 5> 


CI 1-7 


"W 3 °Phe (-M'S 6) 


Cll-11 





*!AICHI 4. £S« XIEI 22 CHI CHti" 9^ 

1 ) SOS 

100«fi2| g£-°j «^2|- HCV-RNA-^S SgOfl #0|tf fe£E2| SDS2I- 0.6% CHAPS7I- tf^S *1E|g^ 100«e# 

SP^SO. 010) Al, StJgg 56'c2| All M CHI ^2 30M2J- flat!" Qg 80««2J *|EI@ St» 

S tSSSAI A«5^D. ggg A^tra §2h£ X|EI AIZ.MHI CD€ SDS SESA1 E. 
1011 UEHJ- 2iQ. 

2) CHAPS feE 

ioo««2i g^ei a§a hcv-rna-^ ^§chi s-oitj- chapssi- 5% sds^i- tfss xHEig^i ioo^b § 

OICHAi, ?ifit 56-C2J UH29I A1IM01I 30^2]- XiE.m Q§ 4 80W°J fflElS 
45SSA) Al-SohSQ. gg Af§§F01 §2fe *IE| AI^CHI ffl-g CHAPS SESAI £ 

2CHI UEHJ- 2JCJ-. 

3) £5. 

100«B2| §^°j ^§21- HCV-RNA-?fS ^§(HI &0\& fi>fc?> tt£S <-AE».9t(SE SDS, 0.5% CHAPS) 

ioo^s mim^n. oichah, ztmm 56-c2j uh^i At mm an 3om& *!Em> ^ so««2i xiaa 

I^^^M^A^SpSQ. ftPIS gg »St AJgSKN 32K= *E| AJZiffll 105 SDS 

4) MEIg XI 00 

1.0fU<2| g£|-°J ^§21- HCV-RNA-?fS ^gCHI £rt)lt+ fe£2| MEIg X1000I flEI«a(<5X- SDS, 0.6% 

CHAPS, 6M R±) 100*e# S?|*iaCh OlOUi, StJgg 56*c2| HH29IA1IMCHI 30»& .«afe Ps 

2r8o*i>°i *iaa ^tj-se ^sesAi At-gmstch spis gg A>gstoi ^B^-"aai== *ia aizj- 

CNI CHtJ- Mag XIOO SSSAI £ 4CHI UEH-1 

5) afg SE 

100«e°l g^2! ^iJ2|- HCV-FNA-° C 2 flgOil 10Q«B2J *|Sj§aK5X SDS, 0.6% CHAPS, 6M 0.751 MS 

g X100)» g7tf^3Q. 4-c, £S(23*C), 37*c, 45*C, 56*c S 70*cCHIA) 30g §°t x-jEloKQ 

80^21 XI El*! 4SMSAI AHlSrao. ««JS AF^SIGJ S2fe £ 500 

UEKJ- 2iD. 
do aj-g 

7SEI2J 22CHI CH«> S^OflAI 2^ 4511 SPIS TH^HHJ 3g AHl^hOl S7ISFaa. 

CQ-EfAd , ^-HCV SCH Hkfg^ t«fl(SlF2| Ufa CI 1-3 S C11-72J O.IM ^§oh 

(pH 9.6)S0)| 6«)/m£21 Slg « SSS t|4s}§H2 100aB°J 2f t|^2H» 96-S Dli^^l- S5(fe3AF Aflg) 
2J ^ SOU g^AISD. SE« 4-c CHI Al gTAH HHSf2> * 0.15M NaClOl lOmM 2J£tf_l-Mll &#?!)(pH 

7.3) 0.35m£M 2tl Afl^e^Q. nSEll-S, 0.5% ?hA|l2!-NaOI tfSS IQdM oiifUH ^s9H(pH 7.35) 
0.35m£(0|5|- T^g^OIEI- *J-Q)M &?mn ^'SOIIAI 2AI2J- □ UHSSFSQ. 

^&§2!J# SITith W, 0.15M NaCl, 1% BSA, 0.5% ?FAII2!-Na S 0.05% Mgi 2001 ti^S 100mM 2Ji+UM 

01 Al, SB-g ^SCHIAI 2A|^^ HHSfSO 30Q«e£| Afl^?t{^S 53 Afl^hSCh. n^MH. 100^21 iH 
^AIDA||(POD)-SA|=J aiggb f t,4c-!l(§if2J CI 1-lGEh C11-14°| ^tJg)M ^7(SH1 4'2W1A| 30g 
HHSShSQ. HH^OI gSS *, 300«e°| -^71 AD^SS 5f| AO^e^Q. SSCHI 100^21 7\E 

(S=£-Iiy?!CIOF°], QISI- OPDa ^SCHIAI 30S §2!- mst? * 100^21 

2N 1,^ g°-i?S g^lSI^SCF. 630nmCHIA|2| g^EB oHH 492nm(0D492)2| fflSCHIAI =g 

S 1 LHAI 5. 40AAJ UF2h &0| ^2^2| ^a £|S?5F£I2CF. DiaaS! ^SCHIAI iBCH Q&W 

OiaaSU OIE-If^ 2JE^ X^EI^ 301 *^2| 2it ^Sh?fl oFSQ. §SI, 0.5% 0|£- 
21 SDS, 0.1% 014*21 CHAPS, IM 0I4»2| S^b ^' 0.1% LHXI 0.75%2| Efls X1002F 4*c LHW 70*c2| 2£ 
g?|g A|^tJ-£S^ 301 *^J# 4= 2i= UE>WQ. 
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gAIOII 5. ^£ S^QilAi 301 *^2J 2# SJ 2§ ^SJ(I) 

100«62J ^§CHI 100*621 XlEIS^!(5X SOS, 0.6% CHAPS, 6M 0.75% ME|§ X100)« gWtSlQ. 01 

56-c°J HHS^I AilMDfl H§ * 30^ xlElSm 120«62J gttH fe»SSA1 AUShSQK 

iHICV 301 tJS HJrBStf ^(SSpSJ CI 1-32.K C11-72J =tm)# 0.1M &S^(pH 9.6)S0fl 6 

.«g/mi°1 SIS m S£5 S|il5Hl 100*B°1 2| tl*!S ££jaa 96-S D|^7h SS"(S3A|- 2| 1 

Oil MitAISO. S5fi 4-cWIAI gfAJ HHSSH2 0.I5M NaClOl »8S IOnM 2J#UMa ^S^(pH 7.3) 
0.35mlS 221 H*|SISP-. 0I0U1, 0.35mi2J xhBS^a S5i £S(HIA1 2AI2J- HHSWSQ. 

J^SS^a M7\t^ W 120aBHJ Hhg XlB|g-g(HiAI ?|*J- £5aa WH2J 

g^iem ^^chiai 2Aizi- §y HHS&i-aa. ist 3oo«e2j Aiisj^^s 5ti kim^y am ioow»2i ih^ai 
cw(pod)-xxi& a^esy t^acsssi ci 1-1021- ci 1-1421 sijam se-m s^sm sea ^sooai 

30S §2J- UHSWSQ. SS8 300«J>2J A1I^:2M 5t| Afl*|*H! 10Q«e2J 7|S(0PO) S^S aw Of 
^SOflAI 45g 52!- «HS*> * 100«2£1 2N a SIWEIQ. 63Onn0UA12J SITS* §£3 SKH S 

&Sa 492nm(0D492)°J IhSOflA) ^gShSLh Sf 1U/ m £SA1 §2JS HU m§ 50S IX BSA 

?h tJ-^S 10mM °!£!UMg 2hgOH ( p h 7.3)0fl S^SS tl*!*h * SAhSCT X-)SI§H1 =§5(-^D. 

a 6S ^§2SA1 AF#=! EHti ^§ 5CEJ f|4| fiOt^Q. MMLH 301 tfSS gif-^S gf 

=gEI2t^CB 2f 0.5mU/mi2J 4?2S 4= SISQ. BJEhAI, Oh^ ZJOtJ- ^« X{EI SSt 

a bkwoj aif5 u ^X1I2|- HCV 301 tfSM 31 i= giFIf 4= 21 SOI 

4'AIOll 6. HCV 301 3§ SJ §|f(2) 

ST?EI2 S^IDEWII-IXI 2tfgW *!"^IS A^tt S,^ 

HSU ?HEI01SA1 96-1 01^71- »S(fe3A> ME)m, iAI t/*1l£A1 ^?EIS S^EEWII-IAI S 
itSS^*^g, 7IH3A1 CDPstar(&^1ISAj (HIOHITH ll)g Ahg§|-^Q. 15 ^H°SA1 Ah^S uH 
a 502J fl*! Et£JOI E. 7(HI UEhU SiCK feSMLH 301 ©1F-2JS^ Si|££ =§£1^11 2f 

0.5mU/mi2| SSS 4 SiSCK CUEFA1 , Sr?ei3 5^mQ-X1l-SAl SbiMSfe- t>^1l# AhStl" S" 

g0| HCV 301 t.'-SJS 2# 4 SiSOl SSEISIQ. 

^'AIDII 7. g^Ei Qlgfg 2?X1lo^l g^hXIIOll *m 3^ 

S glelSCK Ol SOS, CHAPS SE^ MEIg X100PJ- WldlXIEIXHg A|#£J- 0flb|*1E|(HI 21§H 

ass «iasssj^¥Ei *ioii 2j«j. opis shs cn^sa. cciefai, ass ^oaass! 

°1 "StM 3-iAia 4= 2J2!@ §7h^1l= 0IS« Ml UISEJ 731011 ^^SJ-SSAH AI&EI53D. 

fii *7h21 SSf^ HCV 301 gfS ^S(IHy 3^)011 3^E°J §BagSa (3^AhO| AlOt^Ah 

xiis)g mymo\ ^sa ai ^ssoii ait ^?m£.s.m s ^aiob 6(hi cu-ek 3ch t^sa 

S^hSQ. CHiSAI AI-SS fliaasa ^^1- 3a£i lOOXOII CHlKStHblSSAI 43Cbo/dl siiagssj 
3aiHIA121 301 #S 4=501 2 20fl LI-ERJ- 2iQ. a^71 *7CIA| S^s go joagggi 

g^i- naoiiAi 301 s-s 4=ms 30%uw a-israau- r^°i s?isa s^uiii^s^ siass 
a ns.(Hi Ai°j 30) s-s 4=^= s^fsm $iiagsejoii °i*i- ^?b& 

[S2] 



«9S.^SSloH 2^ ^i«flofl -fl-iiriN 









30. Q 


Q.5M -a-^ 




IN 


39.7 




43.0 


M ^-^ 


48.8 


1M A* 


S3 .7 



ssi- 2f omiixd-^Hj jy^guy oraibi^iai- ?e^7ioii Eiti- &s^2^7^ si^i un^oii oi 

Ei?hAi oraiii+a gjmn oia^j 2 ah saa aAmhaa. 0121 miv=: s. son ueiu 
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& 3] 









?2 r 7 






0.1M 


70 8 
















42 1 




31.4 




.4fl.fi 










0 1M ^] 


«.8 



S S^S^^ra 0I2J §2fe £ 4(HI UEIU 21Q. 









24.2 


o.DHM ai^cl*! 




0...1H sl^^fl 








0. 2M 


77.0 


0,g5M 


58.7 


0.1M S«ySJJ* 


.71.5 


,.. 


77,? 







01 22^ *30l SflSgSSRH *iH<HI 2loH HHSIEI01 (IHSOfl .*H0f 712.'^ 21 *fl°JEI2iO. CO- 
EM, 0101 Q^M, sl^EIEILH *4H. 2!S. &S ttStt e!«0F3il# S MBSSUI s2W 9^EI21 
H 01 £j §21— 2 50fl UEHJ- 2iQ. 

/J? 57 













35.2 


ft IM Olxam* 


42.0 








7Q.7 . . - — 




.... 















iti^l g7KH]AM DITTOS SSTHSia. 0I2S 0I0OB s§(01l. SI^EJS) S£=r 2!M 
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tfSSI SJStJ- 3g« 2i 4 2J§S 7|EIL'Q. 

271 HHtJSl S3J7h S^EISJQ. 0|2J glfe I 8011 UEH-K SICK ^I^EIEIlh §S§5 

g HHWSM« 90% 0|g2] SI^S 2S£D1 R±2J ^7h= 2# EJ&gg 



MZM 






91.1 — 


4M .a. A/0 IV e ej A /o ua 31 ^ el <9 





^AlOfl 8. S§ «E| S 2§ SStHIA) °J2S! gA> «-ffl2| 

*IEI £HS A^SKJI 0.25«i°| EHti I3# SEIShXCI. *|EIS a 01 21- fig 

(Superdex 200HR, 1 x 30)011 A1 g»LH §g§ =§3hSL>. 01 §2fe i 80« 

UEIU 2iQ. £ E= SAHfOI Sf 20 LHXI 30kDa°! gX\?t SJ^EIH 2iI3 HHDIEi^LH 3CH *^0I 271 

OHUWEHHI 2J*t ^2LH SJ-3CH t>x-1|21 MH2£h S! dh0|E1^°l g4fl# S?» SfgEISgg SIAJShSlP-. 

£AIW 9. BStHIAl HCV ^5 S«LH 301 *^£J 2§ 

SSSEI3CH HCV a LI El ?IM(££A|- HS)9 Algtm 10* LH Al 10 7 *jqi4*/«*21 HCV-RNAg = 
^S, PCR WE a §22J AhgSKfl 27IS Oil CD/El- ^^LH HCV 301 SSfohSQ. 

I? -a^H^AI ilHy 50(lU/mi^A| g2Jg)S IX BSA7I- iJ-SS lOmM °J£!UMS &S*!(pH 7.3)S0J 

2^!£S m^tlll °Ah*l- ajE|*raCh OISJ 32Kr I 7011 LhEH-h 2iCF. AlfiS ^MSOIIAI 

S22! ^t!LH°l 301 t>^£ 3f 0131-3^01 2^ PCR-2fg MsOflAi ZJgH 4= SiSlQ. 2 

SH-Tlfe £ 9011 UEHJ- ?12D\, PCR £t»2>2J 2£5Plfe £Ett 0.8 0122! UEfetGI-. 





SNA (K **l4>/*n 










2 






3 






4 






5 








1.6 


2.1 


80 


8 


2,1 


82 


8 


8 5 


33 


16 


3.7 


31 


30 


37.0 


26 


87 


26&.T 


39 


97 


63.6 


41 


170 


116. 1 


16 


400 


133.7 


50 


1O0O 


1000 


45 


1300 


277.3 


13 


1600 


18G6 



£A|0|| 10. Mm xlEI 53011 CH*i" 3^? 

1) ^OHJE! 6F0|ES#SEH3|H fe£ 

100«821 HCV-RNA-^5 S^OII 20 1 ^ &£2| ?0H_IS 5H3IHSSSEHDIE2J- 0.5N HClOl 

°a xiE|g?JJ 100a6# g^^hSQ. OICHAI, ^tmm ^SOilAI 30M3 x1El?> QS 80«e2J *1EIS S 
t, h MS ^MSAi AFgio^Q. 2JS AlgSHS 4^1! ^El AlZWi [0-5 ^OhLIE! §1^ 

OlESgSEFOIH fe£SA| £ 10011 U-EJLI- 2iQ. 

2) MEI^ XI 00 

100^621 §22! ^§21 HCV-RNA-22 BSOfl 201*^ S22| MEIS X100(6M ^?0H_IE! SK3IES#SE10|£. 
0.5N HCl)0| tlSS 73E|g5!J 100/tfg S^hSFSCI-. OICHAI, a^ii ^gODAI 30^ *|E|*h Qg ^ 80 
a£5J 353EIS! Si^gg iS#MAI AfSsFSQ. 2jg HBtm 4=^3 §21— «EI AI301I U> 
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m MEIg X100 feESAI E 1 1 CHI UEfU 2iD. 

3) MS! 20 SE 

100*«2| §^2> gg2l- HCV-RNA-SfS ggOII g-01*}- SE2| ME|gx100(6M ^OH_IE' SKDIEMgMEIOlE, 
0.5N HCI, 12.5% SEIS XI 00)01 *)E|g^ 100*JS SWSD. OICHAi, SiJgg ££01 A1 30g 

Z»- SEI*J- LK1 80*B2J SJEIS S«!SS 48SSAI ASSIST. 3§ AfSSKJI 

§2fe xlEI AIZKHI [[ffi 20 £E£A| E 12011 SJ BIS LI-EHJ- 2JO. 

4) as SE 

100*82) ^§21- HCV-RNA-Sfg ggOl 100*82) xHE|g^(6M SI-OIEMSMEICIIE, 0.5N 

HCI, 12.5% ME|# X100, 0.75% M§j 20) S g?l«ISQ. ^SJSS 4*c, ^S(23r). 37*c 3! 45*cCHIA) 
30£ ^EieHI 80*8 2| xlE|a ^iJgg £5BSA| AI-8tFS3Q. WIS 3§ SSi AhgSKfl 4= 
E 13011 LhEJLh 2iQ. 

TiW HI-fcH 

*1E|2| 53011 CHtl S^OIIAI 2g £SSS 7H?H°1 3§ S-gg A1SSH3 S^ieiSD. 

CP-EJ-AJ , ^-HCV 3CH *>§J SiiSW ^XIKS^ C1 1-1421- C1 1-1 12) ££Jg)g 0.1M EK+g STS^ 
(pH 9.6)§0|| 6Ag/mi2J £|§ # SES t1<^§H3 100*82) 2f tl^S 96-1 D|r±:^7|- S£K£HA|- ME) 
2) 2* 1011 Sd-AISQ. S£« 4*cO)|A1 gJAH HHSfEJ" 3ft 0.15M NaClOl 10mM ?J£.H_|-Mg ^S°-t?( P H 

7.3) 0.35mJe^ 2f| Afl^haD. 3Sa§, 0.5% ?1A-H°J-Na0l fcfS-S IQnM °J£HJMS &*ai (pH 7.35) 
0.35«l(Oltt *EtS2!!0l&t>P)S g^SKH SES ££0flA| 2AI2!" □ UHSShaQ. 

K|-B§ 0 4S XIITIti- *, 0.1EM NaCl, IX EISA, 0.5% ?FAH°J-Na o.05% §S 2001 lOOmM SJtfUM 

m ^#5ij(pH 7.3) 140*821- fe^lS ^§ x-IEI ggOfl 2|*H §§§ ah 5 oj i60a8S ;h?H 

2) SOU S^maCh. 0ICHA1. WEm ££WM 2AI3 go I- HHSfShJl 300*62) Afl*i?J!°3 5fl Afl&IShaQ. 
H48IAI, 100*82) iti^AID-A1|(P0D)-SX|E! EitMSy *^|(C1 1-10)S ^?ISH2 &S0UAI 30g gPJ- HH2f 
ShSD. HHSOI ^, SBS 300*8°) £f?l AH^^g 5sl AUsjBiaCI-. S5KHI 100*82) ^li(2§ 

S-iHiyaiCIOFei, OlSh OPOEh £JO) S?S!g S7FSH2 IBS ^SCHIAI 30# S°i HH^ * 100a«2| 2N » 
<y f'-!!t S^fSFSQ. 630nm0flA1°1 g^Eg fig §FO{ 132§ 492nra(0D492)2J Hy§Q<SH 

E 10 LH 7^1 E 13011 A| Uh2| SOI 2f2f2| *|EI 53^ SI^^EJSia. Olxl EIS ^"#(HIA1 SCH tf^i 

3S5fe as cnasi^u oisitj- s-atj- *iei^ soi *^2j ass ^is-sct sigp. die 2^ohai= 
Ainynj aij«> ashman s^eiai s^o. e?j-, 2m oi^ei ^gh_ib si-oiesm^efoie s 

0.2% 0I&£1 MEIS X1002F 4X LHAI 45X2J SE S^IS A|-gt,^SA») 3CH *^S EM^gTfl 3S^ h 4= 
UEtetQ. 

£AIWI 11. 3GH ^S2J 3# S 2§ S-w 

100*821 S^OII 100«82J «EIS2j(6M ^QH_IE! SIOIE^siEKIIE, 0.5NHCI, 12.5X MEIS X100, 0.75% 
Me! 20)S ^7iehaC|-. OiaS ^SHIAI 30S SPi «Elom 100«J°I *|EI 54J-SS 4SSSA1 AhSShS 
Q. 

*!--HCV SCH t^S! EicSMy- ^ilKSlfSJ C1 1-1421- CI 1-1 1^1 £iJ-g)g 0.1M &#^(PH 9.6)S(HI 

6«i/mi2| 5| g a feES tl^sm 100#££J ^ iJ^S 2&SS 96-S Olrt^^l- S5(S3A|- «|g)2J 2f 

son iw+Aiao-. 

StS 4*c0flAJ H-AI UHSSm 0.15M NaClOl tTSS 10nM SJiJLI-Mg (pH 7.3) 0.35miM 2t| AilSjSh 

SD. 0101 Ai, 0.35m£°| Siegajg S^t&Hl E&m ^SWM 2A|^^ gSJ- § ^ m cojq^ j^gSJg 
WITtsJ" * 150«e°| ue§ S-#»H2F ^71 *)Elii«(HIA| *§S 4SSS ?H7H2| 1LHM S^ISUl ^ 

SSS 30Q«fi2| Afl^^SS 53 Afl^ Um 100*22J ffl^AID73l(POD)-IAl& EitgSy «ffl|(C11-10)g 
SSOO S5t ^'SOflAI 30^ UH2SI-SQ-. I5i 30Q«e°J ^1^25 5tl All^Sffl 100*2 

°J ?|g(0PD) g5!«g U7m Dl 4'SOflAI 45M S°l HHSfffJ" « 100*621 2N S^SSiJS 
630nn0flA12| §WEg fT2g oKH SlEg 492nm(0D492)2J EhSOUAl =Ss^Q. 15 ^£MM 1U/ 
miSAl §2|S am 'SS 50g 1% BSA7I- iJ-SS lOraM o]>iH_hMS &-# 0 J|(pH 7.3)011 9^5j^M tj^tl * 

sapct jiaaeni ^ssi-sicj-. 

E 14=r SSSSAI AJgg BHy S^ 502) tl^l EF2!S SOI^O. SSLH 301 tJSS glf-2J5 
%^2.S. ^SEISl^OI 2f 0.5mll/m£ 0loF2| 4=5^3 2§g ^> 2i2CK ftfEFAl, OF? ^5S «E| 

&SS 5 ITS2] 2kf£^ tJ«ll2F 2Et^2.SAM HCV 301 t^f 2S E^r SSFIT 4= SisOl 2J§EI21 



^AIM 12. S§ x-IEI S gf^OIIAl °J^a SEH2] 

2[ SS «E1 U2i AFgStOI 0.25oJ62J EBy f§ I3S ^El3FSa. «EIS 1§§ a 0121- gg 
(Superdex 200HR, '1 x 30)011 Ai g^SUl ^SJtH *^-20i igi 01 glfe S 15M 

Ll-EHJ- 2iQ. B £^ gXUfOI 2f 20 LH XI 30kDa°J gXW 2!±!£|22 °iH HhOIEI^LH 301 *^§JO| £J\ 
01ld|«E|0II 2J*J- "BSLH ^-3CH *J«2| MS-^tF i! bhO|Ei^2| ^iflg #sB ^SEJSieS AHA|§1SQ. 

4'AIOll 13. ^HOilAI 301 *^fJ2| 2§ 

?SSE1301 HCV ELI El ?IM(S^A|- «IS)S AhSShOI 10' LHAI 10 ? ^J3l^/raJ82| HCV-RNAg ^ * 

ig, pcr si g^ei stis kmzm & s-soii cuei- §§lh hcv bch t.'-ag §nsiaa. 
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SlS ^S^SAI HU 50(1U/injeSAi §^JS)# IX BSA7F aSS 10mM 3£!UM§ SS^!(pH 7.3)SCHI 

g*=!£3 ti*mni SAiti- 0124 32*= 2. m\ uehj sjq. ai^s ^esoiiAi 

g£rS! ^§LH2J 3CH 2g «t?H 0|S r S°D1 2= PCR-°^ U90IAI SSS 4= 2i21Q. £• 

SSWIS £ 16011 UEHJ- Si^OJ, PCR SB]1|£| 0.8 0123 UEHrfP-. 

/J? 4/ 



VIS 


RNA (K *4*/nt) 


*« (aU/nt). 










- 






- 




*K 3 4 


- 






- 




6 


- 


4» 


*?^<?1 ^ 7 


- 




4g 43 1 


50 


166.4 


4*1 7 


830 


471.1 


4* «3 8 


26 


61.5 


«3 11 


240 


107.4 


13 


1600 


1426 


44 $3 is 


25 


40.1 


H\i 16 


400 


240.3 


4<Si 19 


S40 


1369 


4^ 26 


87 


1093 


4^£ *4 31 


30 


45.8 


4« 33 


16 


58.5 


4\t 44 39 


97 


89.0 


4^ 41 


170 


43.9 


4^ s^a 44 


180 


57.5 


4^ $3 40 


33 


47.7 




1000 


1005 


4« fl 3 * 94 


? T 7 





^'AlOfl 14. BS Zj-S UhOISI^(HBV) 301 tJSSJ gf 

AISBrAI HCV SOj t£|2| flSftlSUl B i2»§§ OI£i«j- X1EI gfSJOl OS bfOIE1^°l ^2 3 

«ia* SSSI^a SSS 4= Si ^ AIM S^SISCh 

HBV 301 CH^J" Hie MS y ffsO (Tokushu Menneki Kenkyuusho [Special Immunology Research 

lnstitute])M 0.1M &i+2 &#etj(pH 9.6)0)1 3Ag/m£2J S£S D^SKQ 10tfc62| tf#qO| 4W+ABRD-. 
ISt BfAI. 4*c0flA| UHSPy ^ 3£!"S A-flsjol-H IX BSA §Si!°1 350*6 B£l*!# SBOfl fi^TAI 

SO. 4'SMA1 2AI2K §3 §*I AI?! « IX BSA ^OKHH 200/dSJ ghg '«4W WMtSD. 

IHit,'- HBV 301 *>Sa 55SSAI Af§i&H2 HBe %mW CHsD SfS^S SgEIS tf4Be tJ-JflWI CH?B § 
S^S SSS 5S°1 &A> «tffi1 10221 §£3 ^SSAI Afg§KO. I00«££J £S§0fl 50«fi2j 33 

EIA|2f(7.5X SOS, 0.75% CHAPS, 0.15X MEIB X100, 2M R±, 0.1M SI^EIE", CUM §^SH 
56-cS 30M S2.I- »EI«(SO, *JE|* 50/t9S ^gg^OI iBSIS lOfl 4'^OflAI 90M HH ?f 

CH2g^A1((Bldl^E|5hAI 100*821 ^ Mil 50«22J SBl^S 50«8°1 ^ii 

mWi A^SrSQ. Aflsj^^S. 5SI A-fl*!*l- W t^-HBV 301 akfSy «fl HBc-2, 

HBC-5SJ- HBc-1421 St^MJS §^ISH2 4'SOflAl 30M S3 HH 0*8155 Cf. A«*! 0 -i1^ 5t| * OhHIS 

-IA1 &?IEI^ S^SEI-Xilg ^SOflAI 30^ S3 ^SAI^Q. 

A1I^°-!J°^ 5H H\^l W CDPstar(3-3TX||SA|EJ OflCHSH I DM m?mil 4'SOilAI 15g S3 S.^AI2JQ 
M 0|2J ^CH^-t^^S =g^2iQ. S^^^S tl*IS ^itJ- HBV 301 t^CHI ititt I? ^QJ £ 
17011 UEH-h 2i3 §§3 ^mlW 301 °fs i aH| uEH-h °iEK 21ng/m£0ISEK 3 

CH aS 301 *J-S! S^Sh ?^51^ 51^= 2t« 60ng/mi^ §2J§hSSStI|j 10S2J eg §23 IS 

2 01IHI3HEIS 5^ SrAIS^S 301 t.^011 CHtB 5SEIS13 3S HhOIEI^g fiS^ &A>°J I 

SOilAI^ OHHIxlEIEIAI &g 3^ 301 4 212JHL1 OflbWEIt^ 2^^J 2S 1§S 301 

m 3S UHDIEI^S 3S01I 2101A1 OIIHIXIEI^ HhOIEI^M giHA|?|3 t^-HBc %mm M&^&AI 

Ij^SAH 301 *^5J ^s5f}l ti- 01^2 CI. 4PISi*E1. B X1EI HCV2JCHJ 
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?ll&£3Ai DNAft 3>S- HBV21 §-£ UK3|E1^£J E^S'i 
g 01 3£ «EFd|HhOIE1^:2h aiM^UH3|E1^((HL HIV)Sh ITI 
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^aimi 15. tj-aa otui»ei«Ki soai ssfssss sj-g 

HCV £JA>-*>-S A Jfi ?«BS«H^8?IS! uh§ gojj^ g^SUl HCV *^J°1 2# Sit S^SISCh 

HCV 301 tJ-gJOII CHt> SJrffStftMHI Hmti £3=31*1 S^SeJSS (El A)0fl 21 M HCV 301 t^EI g 
MM gAISFSQ. 4'AIMI 301IA1 2£ Singly SHBPhSCI C1 1-3 SJ C11-7# 301 ?l 
'tttfflTSAT AtSfrraUI C1 1-10 S C1 1-143 301 SgSK?! $(*]■ tWUSAl AlgohSD. 

Lm?i 53g AlgSFOI &-EAI ^AIS^EI. 0WIE1I0IM ^S 0 ^S(HI 4/<g/m£^S ^ tl^JS air 
fg^ i^i-ll C1 1-3 SI C11-7SJ m°^m Dl^^l- SE.KH1 g^©^ 4*c01IAI gfXB HHSfSJSa. 2Ji+S 

amt* w i% BSA^h °]<y-s ^s^s 7iei-oi ^bai^q. isoii iocusi ^sfiOM^ 100 
/*e°j Ajtt a?i«haQ. oioiai, iat jae-Ai?i3 «isoflAi lsaizt ss? -wgwiaci-.. tos 
s?is ^soho S jyjajshcw oiehsa mmm «i?isiaa. as* sr?ejg s^Era- 
5xi eirssy t, 1 ^ ci 1-1031- cii-i4M ^souai 30g eiS'Arad-: e^soi sea * ?g 

^E°J flSS-SJW A1|sj§ra 0|^S=i g§g H|71§^Q, 0ICHA1, 7|§ § 

^(CDPstar/OHOIS-E I DM §7(513 ^SOflAI 20S ^SAISD. & v lt2J 4*S *§3lSD. 

^1 *m°-Hm D\R]7m 711 3 731 M i!71Sf01 0IS2J S^shSQ. HCVOfl Cm ^fl|2J <*?\?\. 3 

s *KJaoi*K3.i2 gms. Hem zm %mm mi ^seich sixi s^g hcv-^ mmm 

2J °f£ I7|S£S*J- 301 t^S^I 1.0SSAI §2Jt> S4!-2! ^ °«01l CH^J" ^CH^ei "J-gHI 

SA1 SAIsl-aQ. 01 °1 §2fe £ 10 5J S. 11011 UEH-1 2iO. 
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£V\ ^2[^Ei MEI& X100SS MAIS 12 LHX! 142J HLBg gK& ^0|£g HIBSSJIHJ ^71= ITS" if 
2| 1(23101 gfe^ m§WI UlSfOt HCV-Sfg ^SOflAI 2f ElSSa 212 

S LIEhya. 3E4h SAWKN, UMg £m^-N-^a3A|Lfl0|M2F SL-flg EE|Dfli!&a&2M OIIAIS dh 
§h£4= 10 012- ill 0971.21 01 ?K £.= AW OFSjg ^ 7IS3S«3«2J g7fe HCV-^fg ^ 

soiiAi as assi s7hAi?i 3201 gemsc*. oisu- siassj <e*±^?y soisfsj ^ 

H7|« ^ HSrTOH(i*qiL. SEHH§afi& gSEK3IE)SS 2!^HAI SfKQ. !E*_K 0IS ^ 
^«IS Stf&Hl S7IS-SS«I(5 1 lOflAJ 2X -)J5tt Eal4 r -N-A^S3A|L1I0|M2^ 2X MH|g X1000I Sij-EJ 

21a), hcv-s=^ ^soiiAisi 2§ sus-^g =□ m?wm ^ 21 gTS^SQ. 

^ AlOfl 16. HCV &S*£F. tMCV ^*fl°J S^3AK3|°J 7IZKS^7I)SSMHI ^IgLH 3D\ %^2i 

g» 2% MEI5 XlOOSh 2% Uli £D0^'-N-A>S3AILIIOIMM g^hSKJI AIBSIH SJ^ AilS^j 

HIS IBS fW905(B.B.I. lnc.)S UHM 15WI Ctl-Sh ^SshSO-. A^& PHV905 im^ V-HCV *t*U A| 
El A 3.0)S^ =§ohS#tDI 5+^HA|^ 21SJM ^SetSP-(S§ ^2 PHV905-?) . 01 

AltJOflAI, tm^yt^ 52= A|^(S/C0)S 5AIEID1 1.0 0|^2J 2tg °fgo S e^eiq. H CV SCH 

S 120AAI 3= HGh S"0| 2CH t^SH] ggg t^-ICV ^xfl7|- §^o^l3(HI &^EIQ. 71I3^S1°J 
= USS HirS^y ti\a\&± EJWS¥E1 301 irSAISH 301 

2i ^mm n°iM9\ ^sjck 
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«€Hfie?52f 3*J 13-2011 A) SSt^OI^S &5 

?|BCTH3: W^22SS7l#S^3S*>2^(the National Institute of Bioscience and Human 
Technology, Agency of Industrial Science and Technology) 

?m7\*&.±; 0IHCI-JI** *^tiM WW 1-3LD1I 1-3(^^2 305) 

(1) QUgm £A|: HC11-3 
7|G(fl| ■ 1997a 7U 481 
7|Sre?fi: FERM BP-6002 

(2) 0\iSm S.M- HC11-7 

1997a 7§ 4^ 
^1^-2? 2: FERM BP-6003 

(3) OI^S iA|: HC1 1-10 
7\m%i : 1997a 7S 4H 

FERM BP-6004 

(4) nmm &m- hcii-ii 

7|eftj : 1997\J 7U 4^ 
^leraS:: FERM BP-6005 

(5) D\^m S.M: HC11-14 
j mm : 1997a 73 4S 
Uisras: F ™ BP-6006 

< 1 1 0> Tonen Corporation 

<120> Methods for detecting or assaying virus 

<130> 5-1 998-081 423-1 

<150> PCT/JP 97/209515 

<151> 1997-08-04 

<150> PCT/JP 97/209522 

<151> 1997-08-04 

<I50> PCT/JP 98/218136 

<151> 1998-07-31 

<I60> 8 

<170> KOPATIN 1.0 

<210> 1 

<211> 177 

<212> PRT 

<213> Hepatitis C virus 
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<400> I 

Met Lys Ala He Phe Val Leu Lys Gly Ser Leu Asp Arg Asp Pro 6lu 

15 10 15 

Phe Met 81 y Thr Asn Pro Lys Pro Gin Arg Lys Thr Lys Arg Asn Thr 

20 25 30 

Asn Arg Arg Pro Gin Asp Val Lys Phe Pro Gly Gly Gly Gin I le Val 

35 40 45 

Gly Gly Val Tyr Leu Leu Pro Arg Arg Gly Pro Arg Leu Gly Val Arg 

50 55 60 

Ala Thr Arg Lys Thr Ser Lys Arg Ser Gin Pro Arg Gly 6ly Arg Arg 
65 70 75 80 

Pro lie Pro Lys Asp Arg Arg Ser Thr Gly Lys Ser Trp Gly Lys Pro 

85 90 95 

Gly Tyr Pro Trp Pro Leu Tyr Gly Asn Glu Gly Leu Gly Trp Ala Gly 

100 105 110 

Trp Leu Leu Ser Pro Arg Gly Ser Arg Pro Ser Trp Gly Pro Thr Asp 

115 120 125 

Pro Arg His Arg Ser Arg Asn Val Gly Lys Val I le Asp Thr Leu Thr 

130 135 140 

Cys 6ly Phe Ala Asp Leu Met Gly Tyr He Phe Arg Val Gly Ala Phe 
145 150 155 160 

Leu Gly Gly Ala Ala Arg Ala Leu Ala His Gly Val Arg Val Leu Glu 
165 170 175 

Asp 

<210> 2 
<211> 160 
<212> PRT 

<213> Hepatitis C virus 
<400> 2 

Met Gly Thr Asn Pro Lys Pro Gin Arg Lys Thr Lys Arg Asn Thr Asn 

1 5 10 15 

Arg Arg Pro 6ln Asp Val Lys Phe Pro Gly 6ly Gly Gin He Val Gly 

20 25 30 

Sly Val Tyr Leu Leu Pro Arg Arg Gly Pro Arg Leu Gly Val Arg Ala 

35 40 45 

Thr Arg Lys Thr Ser Lys Arg Ser 6ln Pro Arg Gly Gly Arg Arg Pro 

50 55 60 

I le Pro Lys Asp Arg Arg Ser Thr 6ly Lys Ser Trp Gly Lys Pro Gly 
65 70 75 80 

Tyr Pro Trp Pro Leu Tyr Gly Asn 6lu Gly Leu Gly Trp Ala Gly Trp 

85 90 95 

Leu Leu Ser Pro Arg Gly Ser Arg Pro Ser Trp Gly Pro Thr Asp Pro 

100 105 110 

Arg His Arg Ser Arg Asn Val Gly Lys Val I le Asp Thr Leu Thr Cys 
115 120 125 
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Gly Phe Ala Asp Leu Met Gly Tyr lie Phe Arg Val Gly Ala Phe Leu 

130 135 140 

Gly 8ly Ala Ala Arg Ala Leu Ala His Gly Val Arg Val Leu Glu Asp 



145 


150 


<210> 


3 






<212> 


PRT 


<213> 


Art if icial Sequence 


<220> 




<223> 


synthetic protein 


<400> 


3 



Asp Val Lys Phe Pro Gly Gly 6ly Sin I le Val Gly Gly Val Tyr Leu 

15 10 15 

Leu Pro Arg Arg 



20 



<210> 


4 


<211> 


10 


<212> 


PRT 


<213> 


Art i f icial Sequence 


<220> 




<223> 


synthetic protein 


<400> 


4 



Gly Pro Arg Leu Gly Val Arg Ala Thr Arg 
1 5 10 



<210> 


5 


<211> 


21 


<212> 


PRT 


<213> 


Artificial Sequence 


<220> 




<223> 


synthetic protein 


<400> 


5 



Pro Arg Gly Ser Arg Pro Ser Trp 6ly Pro Thr Asp Pro Arg His Arg 

1 5 10 15 

Ser Arg Asn Val Gly 
20 

<210> 6 
<211> 20 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> synthetic protein 
<400> 6 

Asp Pro Arg His Arg Ser Arg Asn Val Gly Lys Val I le Asp Thr Leu 

15 10 15 

Thr Cys Gly Phe 
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20 


<210> 


7 


<2\ 1> 
\t i i / 


2d 




DNA 




Artificial Spanpnrp 


<220> 

\ ecu/ 




<223> 


probe, synthetic ONA 


<400> 


7 


gaattcatgg gcacgaatcc taaa 


<2I0> 


8 


<211> 


21 


<212> 


DNA 


<213> 


Art if icial Sequence 


<220> 




<223> 


probe, synthetic DNA 


<400> 


8 



24 



ttagtcctcc agaaccegga c 21 

(1) fllsa-^X1|2f (2) 2,^2 BIOISS TtlSf^XII £S B^S *te*r *l 

CD §0152 HS»€a. (2) gfa*g ?)IS^Sil2F (3) HlOIgg ?||3§SX|| ££^ ehjh§ BSJfflS ttS 

*t*iei s^b^ amiai^-t,^ ait *iEi*m Hi-oia+^-t^ tSMsj *i£i gei. 



(1) 



S?tt 3 

i) eoisg tissual (2) *iaii-37;ii. (3) uioiss *i s iks aost (4> Bmm esm-a 

§^ 4 

mil ^7fM smi. 

5 

73l4t>KHI 2J01AI, OIQIDS EHUS IFtmOl OlDICrS. ol^EIEI, 0)DIC}ffOFH||& OjOIPS?>ese M <g 

□icewi&g, oioicwei&ieis, oiqiqseis, ei^ErSJ a= GhoiDsiiEiniss! wm. 

3%* 6 

MOW 2JCHAI, °JB SHSJ-S tFtJgOl MUSS-, °JS0F3a>+, 2!S. SIIOfMi 

etooie. mil! °j mow aioi siBOMSLima, eim^sHiB. °is?e^ai^-qis(-oie, 

£JB?l-^££!-, 2Ja0fl&S, eJSSI-M^ eJBWI&#, SJs^Eiay-, 2!SiII^H>+, oi#ij (HIB 
SISOKJId. £!S0rAflS. °J«0flEky, °JS=SS! °ig0rH!2! . 

(1) ?|-2MS^(chaotropic) 0|g2|- (2) ME] 
^SHSei-^ HHDIEI^-*^ &SB2J *IEI gfg. 



(1) ?r£MS?R 01^, (2) ttgftHflSI- (3) tJIOISg ^tlS^SSlM tfStt XlEI HKDId^-*^ g 

Mm LHXt HI 8*^ CHhi *f SiCHAl, HhOIEI^^K Tflfe RNA ONAg SgttSfe ^5 B«!S 5! 
OIS (H]?-|Ai^ 9f £E=- X] 5fg dlOIEI^ gXFg ^g5|^ H|Oiei^2J & 
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§^ 10 

73I9*hhi SiCHAi, dt-oiE^i- ca di-oiEi^(Hcv), ^^s bKiiEi^, es z?s bioisi^ &s zjs 

bhOIEI^. UhOIEI^, SEUdlblOIEI^CS^ U(0|E1^, SII^M US dfOlEi^, SStIS blOIEI 

93i HI-OIEI^:), £7hb|0|E^(IffiHdKI|E1^, ^dldHJIEii, OhEll ElUFOISi *HIEWK3IE1i). HI 
^E!UhOIE1^(EHXI MEHIEI- bWIEI^ rfc 0|g d|0|E1±), EEra^^:HK]|E1^(EEF°JM^3! W dKDIEl^ 1, 
2, 3, 4, ;H ig dKDIEl^ ^-?H#g dfOIEI^, RS dHDIEl^, ^ dlOIEf^ 3$0| IHef2IS*2W ti[ 
OIEt±. ¥^ HFOlEi^, 0l5h*!S HHDIEI^)- 25£0^±dK)l£^(A^ °JM^2!!A|- HIOlEi^, 2 

s oigs^ij^ H(0|E-|^, S = dK)|E1±, EHA| °!M^2!A> bHDIEIA), EK«£bK)|E1:£(S-3g HI- 
01 El^:, i^iS^LHS HfOIEI^), u|3UdK3IE-i±(gE|2dlOIE-|±, ^Af?|HF0|E1^, 0)|5dhOIE1^. ± 
2!HSbK)IE1i, EH Al aiHISdtOIEI^, S£0! HE0SbK)ia±. Qh^i tIS bl-OIEI^, AH, 1 " 
E|irb|-OIE^, ± ElinbhOIEI^, m ElibKHE^,. ^? US blOIEI^, AS blOIEf^), agLWWI 
Ei^CAfg- H^UbJOIEI^, a^ 7ISWS b|0|E^, DM?^ 2fS dlOIEI^, EHAI £153 

HmiEii), OI-EflUdKMEI^OIIKig ^E^^S, EiAl dHDIE^, S*SS g§S dfOIEI^:), EflMS 
bKJIEH^HTLV: AS, K g°] dKJIEi^, HIV: AIDS dWIEl-^, 2gfOI ^m d|0|Ei^, ± fflJS 

S bfOlEi^, ^ d|OlE1±), ai^dHDIEI^SEIdHDIEl^), &AldtO|E1^(b:Sg3 d|0|E-|^), «!0t 
HK)IEH±(d3- StSS g^ broiEli), lSdroiE1±(CHI^E(- dhOIEt^, DE^U UIOIEIi). B 

S Z>S d|0|E1^(HBV). dhOIE1^(^J AILIOI- dlOIEI^, tEf^Ig dhOIEI^, ^ dlOIEI^, 

bK)|E^), fflEhSd|0|E1^(A|^ II(E1SdK)IE1^ EHAI E}£13dlO|Ei±, ± ma-fiUKJIHi, ?H EEI-Mbl- 
OIEI^, IL°Ki\ «TS^lh£S ITIEI-fidHDIE^, SNfAISJ- 93 gg dmiEl^), EJfibfbKJ|E1:d:<e^g dl- 
OIE^, #Eia01 dhOIEI^), OKSitHIOIEte. *II=SI^: dHDIEl ^(S|| M.M± dhOIEI^, AHDIMDil 

irSdHDIEii, 4=^ SUSHIS 2^E1 dfOIEI^, EB b|0IE^, IT SHsnfl^ UfOI EH— , HgfOI 511 = 31^ HI- 
Oia±. 0|a| §g bhOIEI^) ££S Oh=EI?|- EHAI g£||E|- b|-0IE1±°l gg. 

§^tJ 11 

M m LHAI 73110*^ CHh: V «HHI SiCHAI, dHDIEl^ Cg ZIS dhOIE^(HCV) SS B§ Z!S blOIEI^ 
■(■HBVjeJ g^. 

12 

dKJIEl^: *^2J SXBS £.= SSfSPI 9loh0} Xfll^ LH 73 *M0S§ CHiz t> tJ-OII £&S *)EI g 
13 

HC1 1-11 (FERN BP-6005), HC11-14(FERM BP-6006), HC1 1-10(FERM BP-6004), HC1 1-3(FERM BP-6002) S 
HC11-7(FERM BP-6003)HS 01^013 USSWIAJ ^BIS! SHDISEISDh AIIS? . 
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Description 

Technical Field 

[0001 ] The present invention relates to methods of detecting or measuring viruses and reagents therefor. 
Background Art 

[0002] Currently, various methods of detecting viruses have been used to detect the presence of infectious viruses in 
Wood or blood products, and to identify the presence of viruses in patients with diseases. However, these methods are 
not always highly sensitive or specific though the sensitivity and the specificity may vary with the type of virus to be 
detected. Even when they are sensitive and specific enough, they are often expensive and require lengthy procedures 
as in the culture and isolation of a virus. As a background to the present invention, type C hepatitis (hepatitis C) will be 
mentioned in detail below. 

[0003] The causative agent of hepatitis C had long been unknown, but when the gene of the virus was cloned (Sci- 
ence 244: 359-362, 1989) and a diagnostic method by antibody measurement using a recombinant antigen generated 
based on said gene was developed (Science 244: 362-364, 1989; Japanese Patent Publication (Kohyo) 2 (1990)- 
500880), it was found that hepatitis C is an infectious disease whose causative agent is hepatitis C virus (HCV) that is 
transmitted through the blood and Wood products as its main route of infection. With the development of the so-called 
second generation antibody testing method in which a recombinant core antigen and a recombinant NS3 antigen have 
been added, it is now possiWe to identify virtually all HCV patients by testing their serum. This has made it possiWe to 
eradicate almost all HCV infections transmitted though Wood donations in Japan. 

[0004] However, as for other common viral infections such as by the human immunodeficiency virus (HIV), there is a 
period of time until the appearance of antfoodies after infection, or the so-called window period in which a virus is uni- 
dentifiaWe by existing testing methods This means that the risk of secondary infection is still present, due to blood- 
borne components that cannot be identified by anttoody testing methods, in areas where Wood-selling is legal or in 
some regions of Japan. The antibody testing method also has a drawback in that it cannot distinguish a person who has 
recuperated from an infection and a person who is in the active stage of infection because of its principle of testing. 
[0005] Interferon (IFN) is currently used for the treatment of hepatitis C. Some researchers insist however, that the 
efficacy of the therapy can be evaluated by only measuring the antibody titer of HCV because the titer declines 6 
months after elimination of HCV by IFN. However, since the anttoody titer starts to decline only after the reduction of 
antigen stimulation or several months after the elimination of antigen, it is impossiWe to determine whether IFN admin- 
istration resulted in the elimination of HCV, at a desired timing and accuracy, by the antibody testing alone. Hence, in 
order to monitor the therapy, it is necessary to detect HCV per se in addition to the HCV antibody. 
[0006] It was difficult to estaWish a method of directly detecting the virus particle (virus antigen) of HCV because blood 
levels of the virus are very low as compared to other viruses such as hepatitis B virus (HBV) and because the virus can- 
not be propagated in vitro or using an animal etc. as a host. Therefore, instead of detecting the virus antigen, methods 
of detecting the genomic RNA of the virus were developed such as the polymerase chain reaction (PCR) method (Sci- 
ence 230: 1350-1354. 1985) and the branched-chain DNA probe method. But the method of detecting viral genomes 
have several problems when compared to the method of detecting virus antigens. 

[0007] First, it has been pointed out that since the substance to be detected is RNA that is not very stable during stor- 
age, the procedure of freezing and thawing of serum may cause a reduction in the measured value. Thus, the serum 
samples to be tested must be stored more carefully than when they are used in other assay methods. Utmost care must 
also be taken in transportation of the samples. 

[0008] Although the testing methods that involve the use of a PCR method are the most sensitive for detecting gene 
fragments, they have proWems in that : reverse transcription from a genomic RNA to a template DNA is often accom- 
panied by losses, which therefor requires great skills to obtain an accurate quantitative value, and : since amplification 
is an important principle in the methods, a high incidence of false-positives may occur in case of contamination, and 
thus the processing of a large volume of samples at one time is impossible. Furthermore, even those methods which 
are postulated to be a simple procedure take 2 hours or more for pretreatment of samples and are complicated since 
repeated procedures of centrifugation and the like are required. In addition, such complicated procedures lead to 
increased chances of contamination and thereby increased chances of obtaining false-positive results. On the other 
hand, the branch ed-DNA probe method is low in detection sensitivity and besides takes about 20 hours before obtain- 
ing test results (Igaku to \kkugaku [Medicine and Pharmacology] 31: 961-970, 1994). and hence the method leaves 
much to be desired in terms of sensitivity and processing time. 

[0009] In order to solve the above-mentioned proWems associated with the methods of detecting viral genomes, 
methods were developed that involve the direct detection of a virus antigen. As shown in Japanese Unexamined Patent 
Puttication (Kokai) No. 8 (1996)-29427. a method was developed that detects the core antigen of HCV in the serum 
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using monoclonal antibody specific for the core antigen. As has been reported in Tanaka et al., Journal of Hepatology 
23: 742-745, 1995, and Fujino et aL. Igaku to Yakugaku [Medicine and Pharmacology] 36: 1065-1070, 1996, methods 
of detecting the core antigen in the serum have been shown to have a clinical usefulness as do the above-mentioned 
methods of detecting the viral genome. However, there are still several major problems that need be solved as in the 
methods of detecting the viral genome. 

[0010] One such problem is that the sensitivity, compared to the PCR method, is so low that it cannot be used as a 
final test method of serum screening. Tanaka et al.. Journal of Hepatology 23: 742-745, 1995, indicated that the detec- 
tion limit is 10 4 - 10 5 copies/mi of HCV RNA. Fujino et al., Igaku to Yakugaku [Medicine and Pharmacology] 36: 1065- 
1070, 1996, reported that the method has shown a positive rate of 67% on 102 sera of the patients before treatment 
with chronic hepatitis C who were found to be RNA positive by the most sensitive detection method of CRT (competitive 
reverse transcription)-PCR method. That is, in terms of sensitivity, the method lags far behind the most sensitive CRT- 
PCR method. 

[001 1 ] Furthermore, the complicated procedure of treating samples for measurement, and the long time it takes, pose 
problems when it is used in screening. Thus, the method requires a multi-step procedure for sample (serum) treatment 
comprising: a polyethylene glycol treatment (4 °C, 1 hr) for the concentration of virus particles and the removal of serum 
components; centrifugation (15 min); the removal of supernatants; urea treatment; the alkali treatment (37 °C. 30 min)- 
the addition of the neutralizing agent and the like. In addition, the process of dispersing, with urea, the precipitate having 
an increased viscosity due to the PEG treatment requires great skill. In order to obtain a reproducible result, therefore, 
great skill is required and, besides, a minimum of 2 hours of treatment is necessary. Furthermore, such processes as 
centrifugation, supernatant removal, etc. are not amenable to automation and render the simultaneous treatment of a 
large number of samples very difficult. Thus, from a viewpoint of ease of handling as well, the method is not suited for 
applications that require the treatment of a large volume of samples as in screening tests. 

[0012] On the other hand, the virus antigen detection system is superior to the highly sensitive PCR method in the 
following points. Thus, it is very tolerant to contamination because it involves no procedure of excessive amplification in 
the detection step. Furthermore, since it is intended to detect antigen protein that is relatively stable instead of poorly 
stable RNA, it requires no excessive care in the storage of samples, it does not require special equipment such as the 
deep freezer that is needed for samples to be detected by PCR, and the transportation of the samples is also easier. 
[0013] These features are suitable for applications in which a large number of samples is measured as in the blood 
industry or health checkup testing. However, because the disclosed method of detecting the core antigen, as indicated 
above, is not amenable to automation and is low in sensitivity so that it cannot be a gold standard in applications that 
require high sensitivity such as in the Wood industry, it cannot be applied to tests that handle a large number of samples 
such as screening, and cannot make the best use of its advantageous features over the PCR method. Furthermore 
clinically useful assay methods must always face the challenges of sensitivity, specificity, reproducfoility, ease of han- 
dling, and low cost, and sustained efforts are needed to satisfy these challenges as much as possible. With regard to 
detection of virus antigens other than HCV, especially for use in screening handling a large number of samples, there 
are many methods that are not put into practical use because they are low in sensitivity, as compared to the PCR 
method, or the desired antigen could not be fully exposed. 

Disclosure of the Invention 

[0014] It is an object of the present invention to provide a method for detecting various virus antigens, including a 
method for detecting HCV antigen, that is suitable for treating a large number of samples as in screening in the Wood 
industry and health checkups. In other words, the object of the present invention is to provide the detection system for 
various virus antigens including a method of detecting HCV antigen that has a sensitivity and specificity equivalent to 
those of the PCR method, that permit simple pretreatment, or that can be easily automated without pretreatment. Pre- 
ferred embodiments of the present invention will now be explained hereinbelow with a main reference to HCV. 
[001 5] According to the first embodiment (1 ) of the present invention, there is provided a means to detect or determine 
HCV by disrupting the virus particle, fully exposing the virus antigen, disrupting antibodies, if present, against the virus 
antigen, and detecting or determining the virus antigen. 

[001 6] Thus, the present invention provides (I) a method for treating a virus-containing sample, characterized by treat- 
ment of a virus-containing sample with a treatment solution containing (1) an anionic surfactant and (2) an amphoteric 
surfactant, nonionic surfactant or protein denaturant. 

[001 7] The present invention also provides (10 a method for treating a virus-containing sample, characterized by treat- 
ment of a virus-containing sample with a treatment solution containing (1) an anionic surfactant. (2) an amphoteric sur- 
factant and (3) a nonionic surfactant or protein denaturant 

[0018] The present invention also provides (III) a method for treating a virus-containing sample, characterized by 
treatment of a virus-containing sample with a treatment solution containing (1) an anionic surfactant, (2) an amphoteric 
surfactant, (3) a nonionic surfactant and (4) a protein denaturant. 
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10019] The present invention also provides (IV) a virus assay method characterized by using a sample treating 
method according to any one of (I) to (III) and reacting a sample with a probe which specifically recognizes a virus anti- 
gen, for detection or quantitation of the presence of the virus antigen. 

[0020] The present invention also provides a kit, assay kit or diagnostic reagent for determining the presence or 
5 absence of a virus in a sample, which is for use in the above (IV) immunoassay method and comprises an anionic sur- 
factant. 

[0021] The present invention also provides a kit. assay kit or diagnostic reagent for determining the presence or 
absence of a virus in a sample, which is for use in the above (IV) immunoassay method and comprises a monoclonal 
antibody described hereinbelow. 
io [0022] According to the first embodiment (2) of the present invention, there is provided a means to detect or determine 
a virus by disrupting the virus particle, fully exposing the virus antigen, disrupting antibodies, if present, against the virus 
antigen and detecting or determining the virus antigen. 

[0023] Thus, the present invention provides (V) a method for treating a virus-containing sample, characterized by 
treatment of a virus-containing sample with a treatment solution containing (1) a chaotropic ion and (2) an acidifying 
is agent 

[0024] The present invention further provides (VI) a method for treating a virus-containing sample, characterized by 
treatment of a virus-containing sample with a treatment solution containing (1) an chaotropic ion, (2) an acidifying agent 
and (3) a nonionic surfactant. 

[0025] The present invention further provides (VII) a virus assay method, characterized by using a sample treating 
20 method according to the above (V) and (VI) and reacting a sample with a probe which specifically recognizes a virus 
antigen, for detection or quantitation of the presence of the virus antigen. 

[0026] The present invention further provides a kit. assay kit or diagnostic reagent for determining the presence or 
absence of a virus in a sample, which is for use in the above (VII) method and comprises a chaotropic agent The 
present invention further provides a kit. assay kit or diagnostic reagent for determining the presence or absence of HCV 
25 in a sample, which is for use in the above (VII) method and comprises a monoclonal antibody produced by a hybridoma 
HC1 1-14 (FERM BP-6006), HC1 1-10 (FERM BP-6004) or HC1 1-11 (FERM-BP-6005). 

[0027] According to the second embodiment of the present invention, there is provided a method to detect or deter- 
mine a virus antigen during the window period in which antibodies against said virus have not yet been generated. In 
this method, the disruption of the virus particle to expose the virus antigen is sufficient and there is no need to disrupt 
30 antibodies against the virus antigen in the blood. 

[0028] Thus, the present invention provides a virus assay method characterized by measurement of a virus antigen 
based on its binding with a probe in the presence of a surfactant with an alkyl group of 10 or more carbon atoms and a 
secondary, tertiary or quaternary amine, or a nonionic surfactant with a hydrophilic/iipophilic balance (HLB) of 12-14, or 
of both of them. 

as [0029] The present invention further provides a hybridoma cell line selected from the group consisting of HC1 1 -1 1 
(FERM-BP-6005). HC11-14 (FERM BP-6006). HC11-10 (FERM BP-6004). HC11-3 (FERM-BP-6002) and HC11-7 
(FERM-BP-6003). 

[0030] The present invention also provides a monoclonal antibody produced by a hybridoma cell line selected from 
the group consisting of HC11-11 (FERM BP-6005), HC11-14 (FERM BP-6006), HC11-10 (FERM BP-6004) HC11-3 

40 (FERM BP-6002), and HC1 1-7 (FERM BP-6003). 

[0031 ] Furthermore, HCV which is an RN A virus, and H BV which is a DNA virus, are viruses which form virus particles 
having a structure comprising a structural protein encapsulating genomic RNA or DNA and a membrane protein or lipid 
membrane surrounding it. In either embodiment, by using a treating method of the present invention, there is provided 
detection or determination of a virus characterized by disrupting a virus particle of not only HCV or HBV but also a virus 

45 having similar a structure thereto, by fully exposing the virus antigen, and by detecting or determining said antigen. 

Brief Description of Drawings 



[0032] 

Fig. 1 is a graph showing the effect of concentration of added SDS on sample treatment. Sera from normal healthy 
human subjects (normal) and HCV-RNA-positive panel sera 1 3 and 50 were used. 

Fig. 2 is a graph showing the effect of concentration of added CHAMPS on sample treatment. Sera from normal 
healthy human subjects (normal) and HCV-RNA-positive panel sera 13 and 50 were used. 
Fig. 3 is a graph showing the effect of concentration of added urea on sample treatment. Sera from normal healthy 
human subjects (normal) and HCV-RNA-positive panel sera 13, 44, and 50 were used. 

Fig. 4 is a graph showing the effect of temperature of added Triton X100 on sample treatment. Sera from normal 
healthy human subjects (normal) and HCV-RNA-positive panel sera 13, 44. and 50 were used. 
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Fig. 5 is a graph showing the effect of temperature during sample treatment Sera from normal healthy human sub- 
jects (normal) and HCV-RNA-positive panel sera 13, 44, and 50 were used. 

Fig. 6 is a graph showing the dilution standard curve and the detection limit of a sandwich assay system in which 
a standard panel serum 50, defined as 1 U/ml, was serially diluted and subjected to a sample treating method, and 
then was measured using a monoclonal antibody of the present invention. 

Fig. 7 is a graph showing the dilution standard curve and the detection limit of a sandwich immunoassay system in 
which a standard panel serum 50, defined as 1 U/ml, was serially diluted and subjected to a sample treating 
method, and then was measured. 

Fig. 8 shows an immunological activity of core antigen in fractions obtained by fractionation with a gel filtration col- 
umn of the panel serum 13 that was subjected to sample treating method. The molecular weight is about 150 kD 
and about 68 kD tor IgG and albumin, respectively. 

Fig. 9 is a graph showing a correlation between the activity of core antigen released and the amount of HCV-RNA 
determined using Amplicore HCV Monitor (PCR method) of a PCR-positive sample which was subjected to a sam- 
ple treating method of the present invention. 

Fig. 10 is a graph showing the effect of concentration of added guanidine chloride on sample treatment Sera from 

normal healthy human subjects (normal) and HCV-RNA-positive panel sera 13 and 50 were used. 

Fig. 1 1 is a graph showing the effect of concentration of added Triton X1 00 on sample treatment. Sera from normal 

healthy human subjects (normal) and HCV-RNA-positive panel sera 13 and 50 were used. 

Fig. 12 is a graph showing the effect of concentration of added Tween 20 on sample treatment. Sera from normal 

healthy human subjects (normal) and HCV-RNA-positive panel sera 13 and 50 were used. 

Fig. 13 is a graph showing the effect of temperature during sample treatment. Sera from normal healthy human 

subjects (normal) and HCV-RNA-positive panel sera 1 3 and 50 were used. 

Fig. 14 is a graph showing the dilution standard curve and the detection limit of a sandwich immunoassay system 
in which a standard panel serum 50, defined as 1 U/ml, was serially diluted and subjected to a sample treating 
method, and then was measured. 

Fig. 1 5 shows an immunological activity of core antigen in fractions obtained by fractionation with a gel filtration col- 
umn of the panel serum 13 that was subjected to sample treating method. The molecular weight is about 150 kD 
and about 68 kD for IgG and albumin, respectively. 

Fig. 16 is a graph showing a correlation between the activity of core antigen released and the amount of HCV-RNA 
determined using Amplicore HCV Monitor (PCR method) of a sample which was subjected to a sample treating 
method of the present invention and which tested positive by Amplicore HCV Monitor (PCR method). 
Fig. 17 shows a standard curve obtained by determination of recombinant hepatitis B virus (HBV) core antigen 
according to the present invention. 

Best Mode for Carrying out the Invention 

[0033] The subject viruses of the present invention are viruses which form virus particles having a structure compris- 
ing a structural protein encapsulating genomic RNA or DNA and a membrane protein or lipid membrane surrounding it. 
[0034J Representative examples of the above viruses having RNA as a genome include hepatitis C virus (HCV) and 
HCV-related viruses. 

[0035] HC V-reiated viruses include hepatitis D virus, hepatitis E virus, hepatitis G virus, hard-foot-and-mouth disease 
virus, a flavrvirus (yellow fever virus, West Nile virus, Japanese encephalitis virus, dengue virus), a togavirus (alpha- 
virus, rubivirus, arterivirus, rubella virus), a pestivirus (hog cholera virus, bovine diarrhea virus), a paramyxovirus 
(parainfluenza virus 1, 2, 3, 4, canine distemper virus, Newcastle disease virus. RS virus, rinderpest virus, simian 
parainfluenza virus, measles virus, mumps virus), an orthomyxovirus (human influenza virus, avian influenza virus, 
equine influenza virus, swine influenza virus), a rhabdovirus (rabies virus, vesicular stomatitis virus), a picornavirus 
(poliovirus, Coxsackie virus, echovirus, bovine enterovirus, porcine enterovirus, simian enterovirus, mouse encephalitis 
virus, human rhinovirus, bovine rhinovirus, equine rhinovirus, foot and mouth disease virus, hepatitis A virus), a coro- 
navirus (human coronavirus, avian infectious bronchitis virus, mouse hepatitis virus, porcine transmissible gastroenteri- 
tis virus), an arenavirus (lymphocytic choriomeningitis virus, lassa virus. Korean hemorrhagic fever virus), a retrovirus 
(HTLV: human adult leukemia virus, HIV: AIDS virus, feline leukemia sarcoma virus, bovine leukemia virus. Rous sar- 
coma virus), a reovirus (rotavirus), a calcrvirus (Norwalk virus), a bunyavirus (renal syndrome hemorrhagic fever virus), 
a phyllovirus (Ebola virus, Marburg virus), and the like. 

[0036] Representative examples of the above viruses having DNA as a genome include hepatitis B virus HBV) and 
HBV-related viruses. HBV-related viruses include a pox virus (vaccinia virus, aJastrium virus, cowpax virus, smallpox 
virus), a parvovirus (human parvovirus, porcine parvovirus, bovine parvovirus, canine parvovirus, feline leucopenia 
virus, Aleutian mink disease virus), a papovavirus (papilloma virus, polyoma virus), adenovirus, a herpes virus (herpes 
simplex virus, cytomegalovirus, chickenpox herpes zoster virus, EB virus, equine herpes virus, feline herpes virus. 
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Marek's disease virus), African swine cholera virus, and the like. 

[0037] In addition to the above, there are many pathogenic viruses known and there are many unidentified viruses 
present. It is clear that if such viruses have a structure described above comprising a structural protein encapsulating 
genomic RNA or DNA and a membrane protein or lipid membrane surrounding it they can be released in a form suita- 
ble for immunoassay using the sample treating method of the present invention. 

[0038] Embodiments for carrying out the present invention will now be explained below referring to HCV Since blood 
levels of HCV are 10 2 copies/ml to 10 6 copies/ml which are lower than those of HBV (10 9 copies/ml), a very high sen- 
sitivity is required for an assay to detect the virus antigen. 

[0039] Generally, in a detection method represented by an immunological method that uses antibody as a probe, pos- 
sible methods to enhance detection sensitivity include I) an increase in the number of the antigen molecules to be 
detected, II) an increase in the number of molecules of the probe, for example antibody, that binds to the antigen. III) a 
reduction in nonspecific reactions that define detection sensitivity caused by the binding of the probe, for example anti- 
body, with a substance other than the antigen, and IV) an increase in the detection limit of a label for use in the detec- 
tion, and an appropriate combination of these methods would enable an increase in sensitivity. 
[0040] As a method to increase the number of antigen molecules, 1-1) an increase in the amount of sample is most 
easily conceived. But, since the maximum amount to be added in a commonly used reaction system (for example, a 96- 
well immunoplate) cannot exceed about 300 ul, 1-1), a concentration method to increase the number of molecules to be 
added to the reaction system has been used. 

[0041] In order to increase the number of probes, for example antibody molecules, that bind to the antigen, the most 
readily conceived means includes 11-1) an increase in the number of epitopes to be recognized using multiple probes, 
for example antibodies, and II-2) an increase in the number of antibodies bound per unit time by increasing the affinity 
(affinity and avidity) of the probe, for example antibody, with the antigen. Incidentally, possible methods to enhance the 
affinity of, for example, antibody include a method of changing the composition of the buffer in the reaction system, a 
method of altering the probe, and a method of combining these. II-3) Methods are also conceived in which many anti- 
gens are captured by binding a large number of antfoodies to the carrier having a wide surface area such as beads, 
magnetic particles, etc. to expand the reaction area with a limited amount of antigen. 

[0042] In the case of infectious diseases, human antibodies having a high affinity of binding to antigen are expected 
to be present in the sample. Accordingly, it is expected that the epitopes of these antibodies overlap with those of the 
probes, for example antfoodies, to be used in the detection, resulting in a competitive reaction that causes a reduction 
in the number of antibodies to be used for detection. It is, therefore, anticpated that a reduction in these interfering anti- 
bodies in the sample leads to an increase in the number of antibody molecules for use in detection that bind to antigen 
(II-3). 

[0043] It is indeed difficult to generalize the methods of reducing nonspecific reactions, but strategies are conceived 
that reduce nonspecific reactions MM) to reduce nonspecific reactions by increasing the affinity (affinity and avidity) of 
the probe, for example antfoody, with the antigen by changing the composition of the buffer solution, II 1-2) to remove the 
causative agent of the nonspecific reactions, and the like. 

[0044] Possible methods to enhance detection sensitivity include: IV-1) to employ a label (a radioisotope, etc.) having 
a high detection sensitivity; IV-2) to amplify signals by employing an enzyme or a catalyst as a label; IV-3) to change an 
enzyme substrate into one having a higher sensitivity; IV-4) to amplify signals from an enzymatic reaction or a chemical 
reaction by an electrical or a mechanical means; IV-5) to increase the number of labels per antibody; IV-6) to enhance 
the sensitivity of the instrument used for signal detection, and the like. 

[0045] Analysis of the steps of pretreatment in the disclosed method for detecting the HCV core antigen revealed that 
the method comprises the step of concentrating the antigen by adding polyethylene glycol to the sample which is then 
centrifuged to recover HCV as a precipitate (I-2) and simultaneously removing part of the serum components (II-2), fol- 
lowed by the step of resuspending the precipitate in a solution containing urea and the alkali agent to inactivate human 
antibody present therein thereby releasing core antigen from HCV (II-3), and the step of adding a solution containing a 
nonionic surfactant (Triton X100) and a neutralizing agent to prepare a solution which is to be reacted with the mono- 
clonal antfoody. 

[0046] As described above, centrifugation and resuspension of the precipitate are procedurally complicated steps and 
require great skill. Thus, a goal of the present invention is a core antigen detection system that resolves the above prob- 
lems concerning procedures. 

[0047] The identity of HCV per se has not been elucidated yet But. based on the genomic structure, the structures 
of related virus particles, and general information on viruses, it is estimated that an HCV particle has a genomic RNA 
that is packed within the core antigen, which in turn is encapsulated by a coat protein comprising E1 and E2/NS1 anti- 
gens that are anchored to a lipid membrane surrounding the above packing. 

[0048] It is therefore necessary to remove the coating to thereby permit the binding of a probe, for example an anti- 
body, to be used for detection of said core antigen in order to detect core antigen. Furthermore, it has been reported 
that the virus particle in the Wood takes a complex structure in which the particle is surrounded by LDL (low density fipo- 
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protein) etc., and since antibodies against the coat protein are also present, it is estimated that the virus particle may 
be present as an immune complex with an anti-coat protein antibody. Thus, in order to increase the number of antigen 
molecules to be detected, it is important to efficiently remove from the virus particle the coating and contaminants sur- 
rounding the virus particle, and to efficiently release the core antigen molecules. 

5 [0049] The same holds true for viruses other than HCV and the structural proteins of viruses must be efficiently 
released. 

[0050] Thus, the present invention relates to a treating method that brings a virus antigen in a sample (serum) to a 
state suitable for detection using a probe, without concentrating the antigen by a complicated procedure such as cen- 
trifugation. 

io [0051 ] Furthermore, since a human antibody may be present, as described above, at a high titer that competes with 
a probe, for example antibody, for binding, a procedure to remove said antibody is important to enhance sensitivity. 
[0052] Thus, one embodiment of the present invention relates to a treating method that easily releases virus antigens 
in a sample, concurrently inactivating human antibody that may be present in the sample. 

[0053] By using the treating method of the present invention, virus antigens in a sample is released from a virus par- 
rs tide or an immune complex in a form suitable for forming an immune complex with a probe such as antibody, and by 
simultaneously inactivating human antibody present in the sample that interferes with the detection reaction, a highly 
sensitive detection can be readily attained by an immunoassay using a probe such as antibody. According to the first 
embodiment (1 ) of the present 

[0054] invention, a probe such as antibody for use in detection may be any probe, as long as it binds to the virus anti- 
20 gen in a specific manner, it has a certain high affinity, and it does not induce nonspecific reactions when added to the 
reaction system. For example, in the detection of a HCV core antigen, as described in Example 4, one of the probes 
used in the primary reaction preferably contains a probe that can recognize and bind to the C-terminal of the HCV core 
antigen. The C-terminal of the core antigen as used herein means a sequence from 81 to 160 of the sequence shown 
in SEQ ID NO: 2 or a part thereof. It can also contain a probe for the N-terminal of the HCV core antigen. The N-terminal 
25 of the core antigen as used herein means a sequence from 10 to 70 of the sequence shown in SEQ ID NO: 2 or a part 
thereof. 

[0055] According to the second embodiment (2) of the present invention, a probe such as antibody for use in the 
detection may be any probe, as long as it binds to the virus antigen in a specific manner, it has a certain high affinity, 
and it does not induce nonspecific reactions when added to the reaction system. For example, in the detection of the 

30 HCV core antigen, one of the probes used in the primary reaction preferably contains a probe that can recognize and 
bind to the N-terminal of the HCV core antigen. The N-terminal of the core antigen as used herein means a sequence 
from 10 to 70 of the sequence shown in SEQ ID NO: 2 or a part thereof. It can also contain a probe for the C-terminal 
of the HCV core antigen. The C-terminal of the core antigen as used herein means a sequence from 81 to 1 60 of the 
sequence shown in SEQ ID NO: 2 or a pari thereof. 

35 [0056] In any of the above embodiments, any molecule that has a high specificity and affinity for the core antigen can 
be used as a probe, including: a monoclonal antibody obtained by immunizing an experimental animal such as a 
mouse, a rabbit, a chicken, a goat, sheep, a bovine, etc., a monoclonal antibody produced by a hybridoma obtained by 
the fusion of a myeloma cell with a spleen cell that was isolated from an immunized individual, a monoclonal antibody 
produced by a spleen cell or leukocyte in the Wood immortalized by the EB virus, and an antibody produced by a human 

40 or a chimpanzee infected with HCV; a recombinant antibody produced by a cell transformed with a recombinant anti- 
body gene generated by combining a gene fragment of a variable region obtained from the cDNA or chromosomal DNA 
of immunoglobulin of a mouse, a human, etc., a gene fragment of the variable region constructed by combining a part 
of the cDNA or chromosomal DNA of immunoglobulin with an artificially constructed sequence, a gene fragment of the 
variable region constructed using an artificial gene sequence, or a gene fragment of the variable region constructed by 

45 a gene recombinant technology using the above as building blocks, with a gene fragment of the immunoglobulin con- 
stant region; a phage antibody generated by the fusion of a gene fragment described above of the variable region with 
a structural protein of, for example a bacteriophage, a recombinant antibody produced by a cell transformed with a 
recombinant antibody gene generated by combining a gene fragment described above of the variable region with part 
of another suitable gene fragment for example myc gene, a probe produced by artificially introducing a variable region 

so into the trypsin gene, a probe obtained by artificially altering a molecule that specifically binds to the protein such as 
receptor, a probe constructed by the combinatorial chemistry technology, and the like. 

[0057] The present invention further provides the step of treating a sample with a treatment solution capable of releas- 
ing a virus antigen from a virus particle or an immune complex and of simultaneously inactivating even a human anti- 
body present in the sample that interferes with the detection reaction in order to generate a state suitable for forming an 
55 immune complex of the above virus antigen and a probe thereof such as an antibody from a sample containing the virus 
antigen, and an assay method and an assay kit for detection and quantitation of the released core antigen by an immu- 
noassay using a probe such as antibody. 
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The sample treatment solution and the sample treating method provided bv the present invention 

[0058] Samples as used herein include biological fluids such as whole blood, plasma, serum, urine, saliva, cerebro- 
spinal fluid, liver tissue and the like. 

[0059] According to the present invention, the most important requirement is a method of treating a virus antigen such 
as the core antigen in a sample so as to generate a state suitable for a binding reaction with the probe such as mono- 
clonal antibody without the complicated processing of a sample. Thus, in order to increase the number of antigen mol- 
ecules, it is important to efficiently release the virus antigen such as the core antigen contained in a virus particle. 
[0060] As has already been known for sodium dodecyl sulfate (SDS) polyacrylamide gel electrophoresis (SDS- 
PAGE), most proteins are denatured by heat treatment in the presence of SDS and thereby molecules other than the 
covalently-bound ones are converted into monomers. Thus, the addition of a treatment agent comprising an anionic 
surfactant such as SDS causes disruption of viruses as well as the denaturing of antibodies against the virus antigen 
such as the core antigen in the sample, enabling the release of the virus antigen such as the core antigen in the sample. 
This was also confirmed for the HCV core antigen as shown in Example 7, that is, when the core antigen in a HCV- 
infected sample treated with a treatment agent containing SDS was subjected to a molecular weight analysis using gel 
filtration, it was detected at a position that is theoretically predicted to be the position of the monomer. 
[0061] As reported by Kashiwakuma et al., J. Immunological Methods 190: 79-89, 1996, when the core antigen iso- 
lated by SDS-PAGE from a sample comprising an extract of a cell expressing recombinant HCV is detected using a 
Western blot analysis, the immunological activity is detected at a position believed to be that of the monomer. It is read- 
ily understood by a person skilled in the art that the addition of a denaturant comprising SDS to a sample causes effi- 
cient release of antigens and an increase in the number of antigen molecules. 

[0062] As is well known, however, anionic surfactants such as SDS have a very strong protein-denaturing effect so 
that when added to a reaction of immune complex formation with the antibody they also denature the antibody and 
thereby disrupt the function resulting in the reduction in sensitivity. It is also known that the structure of epitopes are 
destroyed by the treatment with an anionic surfactant causing a weakened bonding with the antibody and a reduced 
sensitivity. In order to remove the factors responsible for the reduction in sensitivity, the denaturing effect following SDS 
treatment need to be weakened by some means or other. 

[0063] It is known that surfactants comprising anionic surfactants may be removed by such means as dialysis, ultra- 
filtration, gel filtration, electrophoresis, ion exchange, precipitation, membrane transfer, etc. The feet that as described 
above, antigens can be detected by a Western blot method or gel filtration method indicates that an antigen-antibody 
reaction may be effected using a certain procedure following the SDS treatment. However, these methods require both 
time and complex procedures, which is not suitable for the purpose of the present invention. 

[0064] By diluting with an excess amount of the reaction solution, it is indeed possible to reduce the denaturing effect 
to a negligible level that does not affect the reaction, but the method cannot be applied to the methods such as an immu- 
noassay that involves the use of microtiter wells in which the amount of samples to be added is limited. In this regard, 
it is evident that these methods are not suitable for the purpose of the present invention. 

[0065] TTius. the inventors of the present inventors have investigated, in the first embodiment of the present invention, 
whether the addition of a treatment agent comprising an anionic surfactant and some additive could reduce the dena- 
turing effect by the anionic surfactant to a level in which the probe such as antfoody is not affected, and, at the same 
time, enhance the releasing effect of the core antigen by the anionic surfactant. 

[0066] The inventors of the present invention have found that the addition of a treatment agent containing a surfactant 
other than an anionic surfactant such as SDS can weaken the denaturing effect of SDS on the immobilized antibody 
and, as a result, can enhance sensitivity as compared to the addition of a treatment agent containing SDS alone. The 
inventors have also found that when the agents that weaken the hydrogen ion bonding such as a surfactant other than 
SDS and urea are added to the treatment agent containing an anionic surfactant such as SDS, similar effects were 
observed, and that the release of the core antigens from the virus particles and the inactivation of the anti-core antigen 
antibody in the sample were enhanced with a result that the release of the core antigens was further enhanced. The 
inventors have also found that the detection of the core antigen with a higher sensitivity was attained by a heat treat- 
ment after the addition of a treatment agent containing SDS and other surfactants, and have completed the present 
invention. 

[0067] Trie anionic surfactants other than SDS that can be used tor the treatment of samples include sodium cetyl 
sulfate or other alkyl sulfate esters, alkyl sulfonates such as sodium dodecyl sulfonate, alkyl allyl sulfonates, and the like. 
The surfactants other than the anionic surfactants that can be added include amphoteric surfactants, for example 
CHAPS (3-[(3-cholamidopropyl>jimethylammonio]-1-propanesulfonate) f CHAPSO (3-[(cholarnidopropyl)dirriethylam- 
monio]-2-hydroxy-1 -propanesuffonate), dodecyl -N-betaine. 3^dcxiecyldimethyfammonio)-1-propanesurfonate; nonionic 
surfactants, for example polyoxyethylene isooctylphenyl ethers such as Triton X100, polyoxyethylene nonytphenyl 
ethers such as NP 40, polyoxyethylene sorbitol esters such as Tween 80, polyoxyethylene dodecyl ethers such as Brij 
58, and octyl glucoside. with an amphoteric surfactant such as CHAPS and an nonionic surfactant such as Triton X1 00 
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being preferred. It is also advantageous to add an agent (protein denaturant) that disrupts higher structures of proteins 
such as urea, thiourea, and the like. 

[0068] Concentrations preferably used in the treatment are: 0.5% or greater for SDS; 0.1% or greater for CHAPS; 1M 
or greater for urea; 0.1% or greater and 0.75% or smaller for Triton X100. 
5 [0069] The temperature used for the treatment of samples may be any temperature commonly used in the laboratory, 
i.e. between 4 °C and 100 °C, but when a nonionic surfactant is added care should be taken as to its cloud point. Pref- 
erably a temperature of 37 °C or greater is employed and the treatment at a temperature of 50 - 60 °C that is commonly 
used for the inactivation of the serum is more effective. 

w Removal of interference by hemoglobin 

[0070] When serum etc. is used as a sample for measurement, red blood cells contained in said sample undergo 
hemolysis during the above pretreatment and hemoglobin is released, and the denatured hemoglobin may interfere 
with measurement by binding to the virus antigen such as the HCV core. Thus, in the first embodiment of the present 
15 invention, it is preferred to remove the interference with measurement by capturing the heme in the hemoglobin. As an 
additive for this purpose, we have found that the addition of at least one of urea and a compound containing an imida- 
zole ring is preferred. 

[0071] As the imidazole ring-containing compounds, there may be mentioned imidazole, histidine, imidazoleacrylic 
acid, imidazolecarboxyaldehyde, irrndazolecarboxamide, imidazoledione, imidazoledrthiocarboxylic acid, imidazoledi- 

20 carboxylic acid, imidazolemethanol, imidazolidinethione, imidazolidone, histamine, imidazopyridine, and the like. 

[0072] As the indole ring-containing compounds, there may be mentioned tryptophan, indoleacrylic acid, indole, 
indoleacetic acid, indoleacetic hydrazide, indoleacetic methyl ester, indolebutyric acid, indoleacetonitrile, indolecarbi- 
nol. indolecarboxaldehyde. indolecarboxylicacid. indoleethanol, indolelactic acid, indolemethand, indolepropionic acid, 
indolepyruvic acid, indolyl methyl ketone, indolmycin, indoleacetone, indomethacin, indoprofen. indoramine. and the 

25 like. 

[0073] The amount added is preferably 0.5M to 5M for urea, 5mM to 50mM for indoleacrylic acid, and 0.05M to 0.5M 
for the other additives. 

[0074] On the other hand, membrane proteins such as the HCV coat protein do not dissolve spontaneously unless 
they are treated to that end. In order to dissolve a protein having a hydrophobic portion in water, the method of convert- 

30 ing a hydrophobic portion into a hydrophilic portion with a surfactant is well known. It is known, however, that certain 
salts such as guanidine chloride have a property of making refractory proteins water-soluble. Ions produced from salts 
(chaotropic agents) having such a property are called chaotropic ions, and as the anionic ions, guanidine ions, thiocy- 
anate ions, iodine ions, periodate ions, perchlorate ions, and the like are known. Salts that generate these ions have 
been used for solubilization of refractory proteins. It was estimated that chaotropic ions have a function of efficiently 

35 releasing the antigens from the virus particles. 

[0075] When a chaotropic ion is added, however, the secondary structure of proteins is disrupted causing the destruc- 
tion of the epitope structure. Thus, when a probe such as antibody is added for the reaction of immune complex forma- 
tion in the presence of a chaotropic ion as it is. binding with the antibody is weakened and the sensitivity decreases, 
which are thought to pose a serious problem. 

40 [0076] On the other hand, the denaturing effect of chaotropic ions is mostly reversible, so that by weakening ionic 
strength by dialysis or dilution the denatured structure temporarily returns to the original structure. This poses another 
problem associated with the use of a treatment agent such as a chaotropic ion. That is, according to the desired treating 
method of the present invention, not only the virus particles present in the sample are efficiently released, but the high- 
affinity antibody that binds to the antigen present in the sample must be inactivated at the same time. Thus, solubiliza- 

45 tion with a chaotropic ion does not provide an adequate inactrvation of the high-affinity antibody present in the sample, 
and, it is believed, the antibody adversely affects sensitivity. 

[0077] Thus, the treating methods that employ chaotropic ions have two conflicting problems: in the condition in which 
a chaotropic ion can destroy a structure, the antigen-antibody reactions are inhibited, and on the other hand the effect 
of a chaotropic ion alone is not sufficient to inactivate antibodies that interfere with reactions in the sample, and in the 

so condition in which the antigen-antibody reactions are not inhibited, contaminating antibodies can inhibit the reactions. 
[0078] In order to solve these conflicting problems it is necessary to find a condition in which the epitopes of the anti- 
gen are destroyed reversiWy and the functions of the contaminating antibodies in the sample are destroyed irreversibly. 
[0079] As to the conditions in which antibody is inactivated, an alkali treatment, an acid treatment and the like are 
known. The acid treatment of serum can cause false-positive results since the treatment irreversibly denatures some of 

55 serum proteins resulting in the formation of precipitates that in most cases hinder pipetting after the treatment of sam- 
ples, and precipitates that engulfed the denatured proteins are adsorbed to the solid phase at the time of measurement 
and thereby may be detected as a density. In addition, another problem arises because when the antigen of interest is 
nonspecrfically engulfed in the precipitate, the amount of antigen that reacts with the probe decreases resulting in a 
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decrease in sensitivity. 

[0080] The inventors of the present invention have found that the acid treatment combined with the guanidine treat- 
ment can resolve the problems associated with the acid treatment such as precipitate formation and the confGcting 
problems associated with the guanidine treatment, and thereby have completed the present invention. We have also 
5 found that it is further preferred to add a surfactant to the treatment agent comprising a chaotropic ion such as guani- 
dine and an acidifying agent. As the acidifying agent, hydrochloric acid, sulfuric acid, acetic acid, trifluoroacetic acid, 
trichloroacetic acid, and the like are preferred. 

[0081 1 As the surfactant, an amphoteric surfactant such as CHAPS (3-[(3K^olamidopropyl)dimethylammonio)-1 -pro- 
panesurfonate), CHAPSO (3-[cholamidQpror#l)dimethylam dodecyl-N-betaine, 

io 3-(dodecyldimethylammonio)-1 -propanesuJfonate, or the like, and a nonionic surfactant such as a polyoxy ethylene iso- 
octylphenyl ether, for example Triton X100; a polyoxyethylene nonylphenyl ether, for example NP 40; a polyoxyethylene 
sorbitol ester, for example Tween 20; a polyoxyethylene dodecyl ether, for example Brij 58; octyl glucoskje, or the like is 
preferred. Furthermore, an agent such as urea that partially destroys a higher structure of proteins by weakening hydro- 
gen ion bonding may be added therein. 

is [0082] Especially, it is more preferred to use guanidine hydrochloride at 2 M or greater, Triton X1 00 at 2% or greater, 
and Tween 20 at 0.02% or greater at a temperature of 4 °C to 45 °C. 

[0083] In any of the embodiments, it is evident that a virus antigen can be released in the form of a probe, i.e. a state 
suitable for the so-called immunoassay that uses antibody as a probe, from the sample containing virus particles having 
a structure similar to that of HCV or HBV by using the treating method of the present invention. Viruses having a struc- 
20 ture similar to that of HCV or HBV as used herein are viruses that form virus particles having a structure composed of 
proteins in which the genomic RNA or DNA has been packed and the membrane protein or the lipid membrane sur- 
rounding it. The viruses include, for example, flaviviruses that are related to HCV, retroviruses such as human immun- 
odeficiency virus (HIV), and the like. Furthermore, those having DNA as the genome like HBV are also included when 
they have a similar structure. 

25 

Exposure of virus antigen 

[0084] According to the second embodiment of the present invention which relates to a method of detecting the virus 
antigen in a sample collected during the window period, arrtfoody to the virus antigen has not been formed yet and so 
30 the disruption of the virus particle to expose the virus antigen is sufficient and there is no need to destroy antibodies 
present in the sample. Thus, pretreatment of samples described above is not necessary and the presence of a virus 
particle<lisrupting agent to expose the virus particle is sufficient. Especially, the virus particle-disrupting agent is essen- 
tial for the virus antigens present in the virus particle. 

[0085] It is believed that virus particles in general have a structure in which a nucleic acid as the genome and a core 
35 antigen form a complex forming a particle and said particle is coated by a coat comprising a lipid membrane and an 
envelope protein. It is also believed that in the blood they are present in the form of a complex with a low density lipo- 
protein, an antibody to the virus, and the like. Thus, a probe cannot recognize or bind to the virus antigens, specifically 
the antigens in the virus particle, with the particles as they are present in the blood. In order to detect the virus antigens, 
therefore, they must be treated by, for example, removing these structures surrounding the virus particle so that the 
40 virus particle can be recognized by a proba 

[0086] Thus, the present invention also provides a reaction condition under which the virus antigen in the virus particle 
contained in the sample is exposed so as to be recognized by the probe for recognizing the virus particle, a method of 
the reaction conprising the system of performing the reaction, and a reagent containing the system of performing the 
reaction. 

45 [0087] A reaction system suitable for antigen detection in the system provided by the present invention comprises a 
condition which is mild enough to retain the function of the antibody against the epitopes of the virus antigen but which 
can fully expose the area recognized by the antibody, a virus antigen-recognizing probe, from the virus particle which 
is a complicated structure present in the sample. 

[0088] For HCV, it has already been demonstrated that the core antigen can be detected by treating the virus particles 
so isolated by ultra-centrifugation (Takahashi et al.. 1992, J. Gen. Virol. 73: 667-672) and HCV particles precipitated by 
aggregation with polyethylene glycol using a nonionic surfactant such as Tween 80 or Triton XI 00 (Kashiwakuma et al.. 
1996. J. Immunological Methods, 190: 79-89). In the former, however, the detection sensitivity is not high enough and 
there remains a question as to whether the antigen has fully been exposed. In the latter also, the antibody has been 
inactivated by the addition of another treatment agent, and there is no mention of the effect of the surfactant per se. 
55 [0089] According to the present invention, the conditions were first investigated centering on the surfactant. Accord- 
ingly, it was found that by using a composition based on the surfactant, an efficient detection of the antigen in the virus 
particle was attained, without employing any procedure of pretreatment such as centrrfugation or heating, by only dilut- 
ing the sample in the reaction solution. 
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[0090] It is necessary to effectively extract the virus antigens from the virus particles, and to suppress interactions 
with a variety of substances in the serum, thereby to provide a condition under which the probe can eff icientiy react with 
the antigen. As an effective surfactant used in this case, there may be mentioned a surfactant having both an alkyl rad- 
ical of 10 or more carbons and a secondary, tertiary, or a quaternary amine in one molecule, or a nonionic surfactant. 
[0091 J In the above surfactant having an alkyl radical and a secondary, tertiary, or a quaternary amine, the alkyl group 
is preferably a straight-chain alkyl group and the number of carbon atoms therein is preferably 10 or greater, and more 
preferably 10 to 20. As the amine, a tertiary or quaternary amine (ammonium) is preferred. The specific surfactants 
include dodecyi-N-sarcosinic acid, dodecyi trimethyl ammonium, cetyttri methyl ammonium, 3-(dodecyldimethylammo- 
nio)-1 -propane sulfonate, 3-(tetradecyldimethylammonio)-1 -propane sulfonate, dodecyi pyridinium, cetyl pyridinium, 
decanoyl-N-methyl glucamide (MEGA- 10), dodecyl-N-betaine, and the like. Dodecyl-N-sarcosinic acid and dodecyi tri- 
methyl ammonium are preferred. 

[0092] As the nonionic surfactant mentioned above, those having a hydrophilic-lipophilic balance of 12 to 14 are pre- 
ferred, and polyoxyethylene isooctylphenylethers such as Triton X100 and Triton X1 14, or polyoxyethytene nonylphe- 
nylethers such as Nonidet P40, Triton N101 , and Nikkol NP are preferred. 

[0093] According to the present invention, the above two types of surfactants may be used alone, but combined use 

of them is more preferable and a synergistic effect can be obtained by the combined use 

[0094] Additional components that change the aqueous environment such as urea may be added. 

Monoclonal antibody as a probe in the present invention 

[0095] The gene fragment of the structural protein of HCV as used herein means a gene fragment containing the core 
region of the structural protein of HCV and a DNA fragment having at least a base sequence encoding a polypeptide 
containing an amino acid sequence from 1 to 160 from the N-terminal of HCV Specifically, it is a gene fragment com- 
prising a base sequence encoding the amino acid sequence of SEQ ID NO: 2. 

[0096] The polypeptide having the activity of HCV antigen as used herein means a fusion polypeptide or a polypeptide 
that immunologically reacts with the anti-HCV antibody, and can be used as an antigen for constructing a hybridoma 
and a monoclonal antibody obtained therefrom of the present invention. Specifically, it is a polypeptide having the activ- 
ity of the HCV antigen comprising the amino acid sequence of SEQ ID NO: 1 or a polypeptide having the activity of the 
HCV antigen comprising a portion of the amino acid sequence of SEQ ID NO: 1, or a polypeptide having an additional 
amino acid sequence attached to the N-terminal or C-terminal thereof. 

[0097] The monoclonal antibody of the present invention against the above fusion polypeptide and the polypeptide 
having amino acid sequences as shown in SEQ ID NO: 3 - 6 can be readily constructed by a person skilled in the art. 
The production of monoclonal antibody by a hybridoma is well known. For example, BALB/c mice may be periodically 
immunized intraperitoneal^ or subcutaneously with a fusion polypeptide or polypeptide (hereinafter referred to as the 
present antigen) mentioned above as a single antigen or as an antigen combined with BSA. KLH, or the like, singly or 
in a mixture wrth an adjuvant such as Freund's complete adjuvant. When antibody titer in the serum has increased, the 
present antigen is administered to the tail vein as a booster. After the spleen has been aseptically isolated, it is fused 
with a suitable myeloma cell line to obtain a hybridoma. This method can be carried out according to the method of Koh- 
ler and Milstein (Nature 256: 495-497, 1 975). 

[0098] The hybridoma cell line obtained by the above method may be cultured in a suitable culture liquid, and the 
hybridoma cell lines producing the antibodies that exhibit specific reactions to the present antigen are selected and 
cloned. For the cloning of the antibody-producing hybridomas. there may be employed the soft-agar method (Eur. J. 
Immunol. 6:511 -5198, 1976) in addition to the limit dilution method. The monoclonal antibodies thus produced are puri- 
fied by such methods as column chromatography using protein A. 

[0099] In addition to the above monoclonal antibodies, molecules used as a probe may be generated. For exanple, 
recombinant antibody has been descrtoed in detail in a review by Hoogenboon (Trends in Biotechnology, 15: 62-70. 
1997). 

Detection system usino a probe 

[0100] The monoclonal antibodies produced according to the present invention are used as test reagents for the 
detection and quatrtation of HCV structural proteins in an enzyme-linked immunosorbent assay, an enzymeimmu- 
noassay. an enzyme immunodot assay, a racfioimmunoassay, an aggregation-based assay, or another well known 
immunoassay. When labeled antibodies are used for the detection, fluorescent compounds, chemiluminescent com- 
pounds, enzymes, chromogenic substances, and the like may be used as the labeled compounds. 
[0101 ] For example, when a sandwich reaction system-based method is used to detect the virus antigen in a sample 
(serum), the diagnostic kit to be used corrprises one or more monoclonal antibodies coated onto the solid support (for 
example, an inner wall of a microtiter well), one or more monoclonal antibodies or a fragment thereof bound to the 
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labeled substance. Any combination of a monoclonal antibody immobilized onto the solid support and a labeled mono- 
clonal antibody may be used, and the combinations that provide high sensitivity may be selected. 
[01 02J Solid supports that may be used include, for example, microtiter plates, test tubes, and capillaries made of pol- 
ystyrene, polycarbonate, polypropylene, or polyvinyl, beads (latex beads, red blood cells, metal compounds etc.), mem- 
5 branes (liposome etc.), filters, and the like. 

Effects of the Invention 

[01 03] In accordance with the method of the present invention, virus antigens can be conveniently released from the 
io virus particle in a state suitable for an immunoassay that effects detection using antibody as a probe. Furthermore, by 
treating a sample containing the virus particle in accordance with the present invention, a simple and sensitive detection 
and quantitation of virus antigens can be effected by an immunoassay in which the antigen is detected using antibody 
etc. as a probe. It is also possible to create a kit, an assay kit and a diagnostic reagent that determines the presence or 
absence of viruses and quantitates viruses in the sample using an immunoassay that employs the sample treating 
15 method of the present invention. 

Examples 

[0104] The following examples illustrate the present invention, but they should not be construed to limit the scope of 
20 the present invention. 

Example 1 Expression and purification of a HC V-derived polypeptide 

(A) Construction of an expression plasmid 

25 

[0105] A plasmid corresponding to the core region of HCV was constructed as follows: one microgram each of DNA 
of plasmids pUC -011-021 and pUC*C10-E12 obtained by integrating the C11-C21 clone and the C10-E12 done 
(Japanese Unexamined Patent Publication (Kokai) No. 6 (1994)-38765) respectively, into pUC1 19 was digested in 20 
of a restriction enzyme reaction solution [50 mM Tris-HCI, pH 7.5, 10 mM MgCJ 2 , 1 ™M cfithiothreitol, 100 mM NaCI, 
30 15 units of EcoRI and 15 units of Clal enzyme] and the restriction enzyme reaction solution [10 mM Tris-HCI, pH 7.5, 
10 mM MgCfe, 1 mM dithiothreitol, 50 mM NaCI, 15 units of Clal and 15 units of Kpnl enzyme] at 37°C for one hour 
each, and then was subjected to 0.8% agarose gel electrophoresis to purify about 380 bp of EcoRI-Gal fragment and 
about 920 bp of Clal-Kpnt fragment. 

[0106] To the two DNA fragments and a vector obtained by digesting pUCl 19 with EcoRI and Kpnl was added to 5 
35 nl of 10 x ligase buffer solution [660 mM Tris-HCI, pH 7.5, 66 mM MgCI 2 . 100 mM dithiothreitol, 1 mM ATP], 1 ^l of T4 
Igase (350 units/pl) and water to make total volume 50 til, and then was incubated at 1 6 °C overnight to carry out a liga- 
tion reaction. Using this plasmid, E. coli JM109 was transformed to obtain the plasmid pUC ■ C21-E12. 
[0107] One nanogram of the DNA of this plasmid, pUC • C21 -E12. was subjected to PCR using two primers: 5-GAAT- 
TCATGGGCACGAATCCTAAA-3' (SEQ ID NO: 7), and 5'-TTAGTCCTCCAGAACCCGGAC-3' (SEQ ID NO: 8). PCR 
40 was carried out using the GeneAmpTM (DNA Amplification Reagent Kit, manufactured by Perkin Elmer Cetus) under 
the condition of DNA denaturation at 95 °C for 1 .5 min, annealing at 50 °C for 2 min, and DNA synthesis at 70 °C for 3 
min. DNA fragments thus obtained were separated on 0.8% agarose gel electrophoresis and were purified by the glass 
powder method (Gene Clean). 

[0108] On the other hand, pUC19 was digested with Smal, and the DNA fragment obtained by PCR was added to 5 
45 ^il of 10 x ligase buffer solutin [660 mM Tris-HCI, pH 7.5, 66 mM MgCfe, 100 mM dithiothreitol, 1 mM ATP], 1 *J of T4 
Igase (350 units/^) and water to make total volume 50 and then were incubated at 16 °C overnight to carry out a 
ligation reaction. Using this plasmid, E. coli JM109 was transformed to obtain the plasmid pUC • C21-E12 • Smal. One 
microgram of this plasmid DNA was digested in 20 ui of the restriction enzyme reaction solution [150 mM NaCI. 6 mM 
Tris-HCI, pH 7.5, 6 mM MgCfe, 15 units of EcoRI and 15 units of Bam HI enzyme] and then was subjected to 0.8% aga- 
so rose gel electrophoresis to separate about 490 bp of EcoRi-BamHI fragment, which was purified by the glass powder 
method. 

[0109] Then 1 ug of the DNA of the expression vector Trp • TrpE (Japanese Unexamined Patent Publication (Kokai) 
No. 5(1 993) -84085) was digested in 20 \i\ of the restriction enzyme reaction solution [1 50 mM NaCI, 6 mM Tris-HCI, pH 
7.5, 6 mM MgCi 2 . 1 5 units of EcoRI and 15 units of BamHI enzyme] at 37 °C for 1 hour. To the reaction mixture was 
55 added 39 yd of water and then was heated at 70 °C for 5 minutes. Thereafter 1 pJ of a bacterial alkaline phosphatase 
(BAP) was added and incubated at 37 °C for 1 hour. 

[01 10] Phenol was added to the reaction mixture for phenol extraction. The aqueous layer thus obtained was precip- 
itated with ethanol and the precipitate obtained was dried. One microgram of DNA of the EcoRI -BamH I -treated vector 
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obtained and the above core 1 40 fragment were added to 5 \l\ of 1 0 x ligase buffer solutin [660 mM Tris-HCI, pH 7.5, 66 
mM MgCI 2 , 100 mM cGthiothrertd, 1 mM ATP], 1 pi of T4 Igase (350 units/jil) and water to make total valme 50 uJ, and 
were incubated overnight at 16 °C to carry out a ligation reaction. 

[0111] Using 10 ^1 of this reaction mixture, E. coli strain HB101 was transformed. The sensitive E. coli strain used for 
transformation can be constructed by the calcium chloride method [Mandel, M. and Higa, A., J. Mol. Biol., 53, 159-162 
(1970)]. The transformed E. coli was plated on a LB plate (1% tryptophan. 0.5% NaCI, 1 .5% agar) containing 25 jig/ml 
ampiciliin and was incubated overnight at 37 °C. Using an inoculating loop, one loopful of a the bacterial colony that has 
formed on the plate was transferred to an LB culture medium containing 25 jig/ml ampiciliin and incubated overnight at 
37 °C. One and a half milliliters of the bacterial culture was centrifuged to collect the cells and then the plasmid DNA 
was subjected to minipreparation using the alkali method [Manniatis et al.. Molceular Cloning: A Laboratory Manual 
(1982)]. 

[0112] Then 1 ug of the DNA of the plasmid DNA thus obtained was digested in 20 jil of the restriction enzyme reac- 
tion solution [150 mM NaCI, 6 mM Tris-HCI, pH 7.5, 6 mM MgCI 2 . 15 units of EcoRI and 15 units of BamHI enzyme] at 
37 °C for 1 hour, and then was subjected to agarose gel electrophoresis. The Trp • TrpE core 160 expression plasmid 
that produced about 490 bp of EcoRI- BamHI fragment were selected. 

(B) Expression and purification of a polypeptide encoded by the clone core 160 

[0113] E. coli strain HB101 having an expression plasmid Trp • TrpE core 160 was inoculated to 3 ml of 2YT medium 
(1 .6% trypton, 1% yeast extracts, 0.5% NaCI) containing 50 jig/ml of ampiciliin, and was cultivated at 37 °C for 9 hours. 
One milliliter of the culture was passaged to 100 ml of M9-CA medium (0.6% Na 2 HPC>4, 0.5% KH 2 P0 4 , 0.5% NaCI, 
0.1% NH 4 CI, 0.1 mM CaCI 2 . 2 mM MgS0 4 , 0.5% casamino acid, 0.2% glucose) containing 50 ^ig/ml of ampicillin, and 
cultured at 37 °C. Indol acryiate was added to a final concentration of 40 mg/l at OD600 = 0.3 and was cultured for more 
16 hours. The culture was centrifuged to collect the cells. 

[0114] To the cells was added 20 ml of the buffer A [50 mM Tris-HCI, pH 8.0. 1 mM EDTA, 30 mM NaCI] to suspend 
them. The suspension was again centrifuged to obtain 2.6 g of expression cells. The cells thus obtained were sus- 
pended in 1 0 ml of the buffer A. After disrupting the membrane of the E. coli with sonication, it was centrifuged to obtain 
an insoluble fraction containing a fusion polypeptide of a polypeptide encoded by HCV cDNA and TrpE. To the fraction 
was added 1 0 nrtf of the buffer A containing 6 M urea to solubilize and extract the fusion polypeptide. The solubilized 
extract was subjected to ion exchange column chromatography using S-Sepharose to purify the fusion polypeptide. 

Example 2. Method of constructing a hvbridoma 

[01 1 5] The fusion polypeptide (TrpC1 1) prepared by the method descrfoed above was dissolved in 6 M urea, and then 
diluted in 10 mM phosphate buffer, pH 7.3, containing 0.15 M NaCI to a final concentration of 0.2 to 1.0 mg/ml, and 
mixed with an equal amount of adjuvant (Trtermax) to make a TrpC1 1 suspension. This suspension prepared at 0.1 to 
0.5 mg/ml of TrpC1 1 was intraperitoneal^ given to 4 to 6 week old BALB/c mice. Similar immunization was conducted 
every two weeks and after about two more weeks 10 ^g of TrpCl 1 dissolved in physiological saline was administered 
through the tail vein. 

[01 1 6] Three days after the last booster, the spleen was aseptically isolated from the immunized animal and was cut 
into pieces using scissors, which were then crumbed into individual cells and washed three times with the RPMI-1640 
medium. After washing, a mouse myeloma cell line SP2/0Ag14 at the logarithmic growth phase as described above, 
2.56 x 10 7 of said cells and 1.64 x 10 s spleen cells were mixed in a 50 ml centrifuge tube. The mixture was centrifuged 
at 200 x g for 5 minutes, the supernatant was removed, and 1 ml of the RPMI-1640 medium containing 50% polyethyl- 
ene glycol (PEG) 4000 (manufactured by Merck) was added to the precipitate, and 10 ml of the RPMI-1640 medium 
was further added to carry out cell fusion. 

[0117] After PEG was removed by centrifugation (200 x g, 5 minutes), the fused cells were cultured in a RPMI1640 
medium containing 10% bovine serum, hypoxanthine, aminopterin, and thymidine (hereinafter referred to as HAT) in a 
96-well plate for about 10 days to grow only hybridomas. Then, the clones producing the antibody of interest were 
detected by the ELISA method to obtain the hybridomas that produce monoclonal antibody having the desired reaction 
specificity of the present invention 

[0118] The hybridomas thus obtained were monocloned according to the conventional limiting dilution method, and 
the hybrodomas obtained were designated HC11-11, HC11-14, HC11-10. and HC11-3, and HC11-7. Said four hybrid- 
omas were deposited with the National Institute of Bioscience and Human Technology, Agency of Industrial Science 
and Technology, on July 4, 1997, as FERM BP-6005. FERM BP-6006, FERM BP-6004, FERM BP-6002, AND FERM 
BP-6003, respectively. 
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Example 3. Construction of monoclonal antibody 

[01 1 9] The hybridomas obtained in the method of Example 2 were inoculated to the abdominal cavity of mice treated 
with pristane etc., and the monoclonal antibodies produced in the ascites fluid was collected. The monoclonal antibod- 
ies were purified using the Protein A-bound Sepharose column to separate IgG fractions. 

101 20] By an immunoassay using rabbit anti-mouse Ig isotype antibody (manufactured by Zymed). the isotype of each 
of the monoclonal antibodies C1 1-14, C11-11, C1 1-10, C1 1-7, and C11-3 produced from the above five hybridomas, 
respectively, was found to be lgG2 for C1 1 -1 0 and C1 1 -7; and IgGl for CH1 1 -1 1 , C1 1 -1 4, and C1 1 -3. For the five mon- 
oclonal antibodies obtained, epitope analysis was conducted using the synthetic peptides composed of 20 amino acids 
synthesized according to the sequence derived from the HCV core region. The result indicated, as shown in Table 1. 
that they were the monoclonal antibodies that specifically recognize part of the core region. 



Table 1 


Antibody 


Recognition site 


C11-14 


41 Gly- 50 Arg (SEQ ID NO: 4) 


C11-10 


21 Asp- 40 Arg (SEQ ID NO: 3) 


C11-3 


ioo Pro j20 G | y (SEQ |D g 


C11-7 


111 Asp- 130 Phe (SEQ ID NO: 6) 


C11-11 


100p ro _120 G|y (SEQ |D J^.gj 



Example 4. Study on the condition of sample treatment 

1 ) SDS concentration 

[0121] To 100 til of a normal human serum and HCV-RNA-positive sera were added 100 ul of the treatment solution 
containing a different concentration of SDS and 0.6% CHAPS. The mixtures were then placed in an incubator set at 56 
°C and were treated for 30 minutes, and 80 \i\ each of the treated mixtures was used as a sample. The result obtained 
using the assay method described below is shown in Fig. 1 with the SDS concentration at the time of treatment taken 
as the abscissa. 

2) CHAPS concentration 

[0122] To 100 mI of a normal human serum and HCV-RNA-positive sera were added 100 ^ of the treatment solution 
containing a different concentration of CHAPS and 5% SDS. The mixtures were then placed in an incubator set at 56 
°C and were treated for 30 minutes, and 80 uJ each of the treated mixtures was used as a sample. The result obtained 
using the assay method descrbed below is shown in Fig. 2 with the CHAPS concentration at the time of treatment taken 
as the abscissa. 

3) Urea concentration 

[0123] To 100 nl of a normal human serum and HCV-RNA-positive sera were added 100 of the treatment solution 
(5% SDS, 0.6% CHAPS) containing a different concentration of urea. The mixtures were then placed in an incubator 
set at 56 °C and were treated for 30 minutes, and 80 p\ each of the treated mixtures was used as a sample. The result 
obtained using the assay method described below is shown in Fig. 3 with the urea concentration at the time of treatment 
taken as the abscissa. 

4) Triton X100 concentration 

[0124] To 100 nl of a normal human serum and HCV-RNA-positive sera were added 100 ul of the treatment solution 
(5% SDS, 0.6% CHAPS, 6 M urea) containing a different concentration of Triton X100. The mixtures were then placed 
in an incubator set at 56 °C and were treated for 30 minutes, and 80 mJ each of the treated mixtures was used as a sam- 
ple. The result obtained using the assay method described below is shown in Fig. 4 with the Triton X100 concentration 
at the time of treatment taken as the abscissa. 
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5) Reaction temperature 

[0125] To 100 yd of a normal human serum and HCV-RNA-positive sera were added 100 *d of the treatment solution 
(5% SDS, 0.6% CHAPS. 6 M urea, 0.75% Triton X100). The mixtures were treated at 4 °C, room temperature (23 °C), 
5 37 °C, 45 °C, 56 °C, and 70 °C for 30 minutes, and 80 uJ each of the treated mixtures were used as a sample. The result 
obtained using the assay method described below is shown in Fig. 5. 

Assay methods 

io [0126] Samples obtained in the study on the condition of serum treatment were each evaluated using the respective 
assay method described below. Thus, an anti-HCV core antigen monoclonal antibody (a mixture of equal amounts of 
antibody C1 1 -3 and C1 1 -7) was diluted to a final total concentration of 6 ug/ml in 0.1 M carbonate buffer, pH 9.6, and 
1 00 |il each of the dilutions was dispensed per well of a 96-well microtiter plate (manufactured by Nunc). After the plate 
was incubated overnight at 4 °C, it was washed twice with 0.35 ml of 10 mM sodium phosphate buffer, pH 7.3, contain- 

is ing 0.15 M NaCI. Then, 0.35 ml of 10 mM sodium phosphate buffer, pH 7.35, containing 0.5% casein-Na (hereinafter 
referred to as the blocking solution) was added and the plate was further incubated at room temperature for 2 hours. 
[0127] After the blocking solution was removed, 160 uJ of 100 mM socfium phosphate buffer, pH 7.3, containing 0.15 
M NaCI, 1% BSA, 0.5% casein-Na, and 0.05% Tween 20, and samples tor measurement obtained by the serum treating 
method were added into respective wells. The plate was then incubated at room temperature for 2 hours, washed five 

20 times with 300 uJ of the wash solution. Then 100 ^l of a peroxidase (POD)-labeled monoclonal antfoody (a mixture of 
equal amounts of C11-10 and C11-14) was added and was incubated at room temperature for 30 minutes. After the 
incubation was over, the plate was washed five times with 300 of the above wash solution. One hundred microliters 
of the substrate (ortho-phenylene diamine, hereinafter referred to as OPD) solution was added to the plate and the plate 
was incubated at room temperature for 30 minutes, followed by the addition of 100 mJ of 2 N sulfuric acid solution. 

25 Absorbance was measured at a wavelength of 492 nm (OD492) with the absorbance at 630 nm as a reference. Each 
treatment condition was optimized, as shown in Figs. 1 to 4. It was difficult to detect the core antigen in the untreated 
samples, but such a simple treatment enabled the detection of the core antigen. Especially, it was shown, the core anti- 
gen can be satisfactorily detected by employing the condition of SDS at 0.5% or greater, CHAPS at 0.1% or greater, 
urea at 1 M or greater, and Triton X1 00 at 0.1 to 0.75%, and a temperature range of 4 °C to 70 °C. 

30 

Example 5. The detection and assay method of the core antigen in the structural region m 

[0128] To 100 uJ of serum was added 1 00 of the treatment solution (5% SDS, 0.6% CHAPS, 6 M urea, 0.75% Triton 
X1 00). It was then placed in an incubator set at 56 P C and was treated for 30 minutes, and 1 20 ul of the treated mixture 
35 was used as a sample. 

[0129] An anti-HCV core antigen monoclonal antibody (a mixture of equal amounts of C1 1 -3 and C1 1 -7) was diluted 
to a final total concentration of 6 ug/ml in 0.1 M carbonate buffer, pH 9.6, and 100 uJ each of the diluted mixture was 
dispensed per well of a 96-well microtiter plate (manufactured by Nunc). After the plate was incubated overnight at 4 
°C. it was washed twice with 0.35 ml of 1 0 nM sodium phosphate buffer, pH 7.3, containing 0.15 M NaCI. Then, 0.35 ml 

40 of the blocking solution was added and the plate was further incubated at room temperature for 2 hours. 

[0130] After the blocking solution was removed, 1 20 nl of the reaction buffer and samples for measurement obtained 
in the above treating method were added into respective wells, and incubated at room temperature for 2 hours. The 
plate was washed five times with 300 uJ of the wash solution, and then 100 pJ of a peroxidase (POD)-labeied mono- 
clonal antibody (a mixture of equal amounts of C1 1-1 0 and C11 -1 4) was added to the plate and the plate was incubated 

45 at room temperature for 30 minutes. The plate was washed five times with 300 jil of the wash solution and 1 00 uJ of the 
substrate (OPD) solution was added, and incubated at room temperature for 45 minutes, followed by the addition of 1 00 
^l of 2 N sulfuric acid solution. Absorbance was measured at a wavelength of 492 nm (OD492) with the absorbance at 
630 nm as a reference. As a standard serum, the panel serum 50, defined as 1 U/rrt, was serially diluted in 10 mM 
sodium phosphate buffer, pH 7.3, containing 1% BSA, which was similarly treated and measured. 

so [01 31 ] Fig. 6 shows a dilution line of the panel serum 50 used as a standard serum. The core antigen in the sample 
was determined in a dose-dependent manner and could be detected to a level of about 0.5 mU/ml. It was demonstrated, 
therefore, that by combining a very simple method of sample treatment and the monoclonal antibody of the present 
invention, the HCV core antigen can be detected or quarttitated. 

55 
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Example 6. Detection and quantitation of the HCV core antigen (2) 
A method using an alkaline phosphatase-labeled monoclonal antibody 

[0132] A 96-well black microliter plate (Nunc) as the solid carrier, an alkaline phosphatase-labeled monoclonal anti- 
body as the labeled antibody, and CDPstar (Emerald II as the sensitizer) as the substrate were used. A dilution line of 
the panel serum 50 used as a standard serum is shown in Fig. 7, in which the core antigen in the sample was deter- 
mined in a dose-dependent manner and could be detected to a level of about 0.5 mU/ml. It was demonstrated, there- 
fore, that the method using an alkaline phosphatase-labeled monoclonal antibody can also detect or quantitate the HCV 
core antigen. 

Example 7. Study on additives for suppressing sensiti vity reduction in the hemolvzed serum 

(01 33] When serum components were tested on the effect on sensitivity, it was found that the addition of hemoglobin 
drastically reduced sensitivity. It was thought that the reduction was caused by the heme released from the denatured 
hemoglobin produced by pretreatment using a pretreatment agent containing SDS, CHAPS, or Triton X100. Thus, addi- 
tives that could reduce the effect of the denatured hemoglobin were tested by adding them to the pretreatment agent. 
[01 34] The effect of urea addition was studied by adding urea to the model samples that were created by adding a 
high concentration hemoglobin (manufactured by Kokusai Shiyaku: Kansho Check) to a HCV core antigen positive 
serum (panel serum No. 3), and by determining the core antigen according to Example 6. The level of activity of the 
core antigen in the 430 mg/dl hemoglobin addition group relative to 1 00% of the no-hemoglobin addition group used as 
the control is shown in Table 2. It was confined that when no urea is added, the level of activity of the core antigen in 
the hemoglobin addition group decreased by 30%, but by increasing the amount of added urea the level of activity of 
the core antigen in the hemoglobin addition group increased and interference by hemoglobin decreased. 



Table 2 



Suppressive effect of urea on interfer- 
ence by hemoglobin 


Additive 


% Relative to control 


No addition 


30.0 


0.5 M urea 


36.3 


1 M urea 


39.7 


2 M urea 


43.0 


3 M urea 


48.8 


4 M urea 


53.7 



[01 35] On the other hand, since there is a possibility of the interaction of each of amino acids with the heme and the 
buffering effect by the amino group and the carboxyl group, various amino acids were added and the degree of the effect 
was examined. The result is shown in Table 3. 



Table 3 



Suppressive effect of various amino acids on 
interference by hemoglobin 


Additive 


% Relative to control 


No addition 


22.7 


0.1 M histidine 


53.7 


0.1 M tryptophan 


70.8 


0.1 IS/I phenylalanine 


45.8 


0.1 M leucine 


25.9 
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Table 3 (continued) 



Suppressive effect of various amino acids on 
interference by hemoglobin 


Additive 


% Relative to control 


0.1 M glutamine 


36.1 


0.1 M lysine 


42.1 


0.1 Marginine 


31.4 


0.1 M glutamic acid 


49.8 


0.1 M glycine 


39.1 


0.1 M proline 


31.2 


0.1 M serine 


32.5 



[0136] Tryptophan and histidine exhibited the most potent suppressive effect on interference. The dose-dependency 
of the suppressive effect on interference was studied and the result is shown in Table 4. 



Table 4 



Suppressive effect of histidine and tryp- 
tophan on interference by hemoglobin 


Additive 


% Relative to control 


No addition 


24.2 


0.05 M histidine 


49.3 


0.1 M histidine 


59.4 


0.15 M histidine 


74.5 


0.2 M histidine 


77.0 


0.05 M tryptophan 


58.7 


0.1 M tryptophan 


71.5 


0.15 M tryptophan 


77.9 


0.2 M tryptophan 


89.0 



[01371 Since the heme is coordinated by a side chain in hemoglobin and retained in hemoglobin, the effect was sug- 
gested to be attributable to the side chain. Accordingly, the effect of imidazole, a side chain in histidine, and indoleacrylic 
acid containing an indole ring, a side chain in tryptophan, were studied and the result is shown in Table 5. 



Table 5 



Suppressive effect of imidazole and indoleacrylic 
acid on interference by hemoglobin 


Additive 


% Relative to control 


No addition 


22.1 


0.05 M imidazole 


35.2 


0.1 M imidazole 


42.0 


0.15 M imidazole 


58.8 


0.2 M imidazole 


70.7 
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Table 5 (continued) 



Suppressive effect of imidazole and indoleacrylic 
acid on interference by hemoglobin 


Additive 


% Relative to control 


5 mM indoleacrylic acid 


50.4 


10 mM indoleacrylic acid 


69.0 


20 mM indoleacrylic acid 


90.3 


30 mM indoleacrylic acid 


96.8 



[0138] When indole or indoleacrylic acid was added to the reaction, a dose-dependent suppressive effect of interfer- 
ence by hemoglobin was observed as with the addition of amino acids. This indicated that by adding to the reaction a 
substance that contains an imidazole ring, for example histidine, or an indole ring, for example tryptophan, the sensitive 
detection of the core antigen can be attained even for the samples that contains hemoglobin. 
[0139] The effect of combination of the above additives was studied. The result is shown in Table 8. By confining 
histidine and tryptophan, recovery of 90% or greater was obtained, and the addition of urea further increased detection 
sensitivity. 



Table 6 



Additive 


% Relative to control 


0.1 M histidine/0.1 M tryptophan 
4 M urea/0.1 M Tris/0.1 M histidine 


91.1 
112.6 



Example 8. Analysis the molecular form recognized in the serum treatm ent and in the assay method 

[0140] Each method of serum treatment was used to treat 0.25 ml of the panel serum 13. The treated serum was 
fractionated on a gel ffltration column (Superdex 200HR, 1 x 30), and anti-core immunological activity in the fractions 
was measured. The result is shown in Table 8. The figure suggested that the molecules having a molecular weight of 
about 20 to 30 kDa are being recognized and that the core antigen in the virus has been released through the disruption 
of the virus and the inactivation of the anti-core antibody in the serum by the above-mentioned pretreatment. 

Example 9. Assay method of the core antigen in the HCV structural region in the serum 

[0141] Sera determined to have 10 3 to 10 7 copies/ml of HCV-RNA using AmpliCore HCV Monitor kit (Roche), a PCR 
method, and normal human sera were used to quarttitate the HCV core antigen in the sera using the method described 
above. 

[0142] As a standard serum the panel serum 50 (defined as 1 U/ml) was serially diluted in 10 mM sodium phosphate 
buffer, pH 7.3. containing 1% BSA, and treated in a similar manner. The result is shown in Table 7. Of the samples 
tested, the core antigen in all the normal human sera was below the detection limit and could be detected in all of the 
PCR-positive samples. The correlation is shown in Fig. 9, which revealed that the correlation with the PCR method was 
also as high as 0.8 or greater. 



Table 7 



Levels of HCV-RNA and the core antigen 


Sample # 


RNA (K copies (ml) 


core antigen (mU/ml) 


Normal human serum 1 




N.D. 


2 




N.D. 


3 




N.D. 


4 




N.D. 
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Table 7 (continued) 





Levels of HCV-RNA and the core antigen 




Qonmlo if 
OcUIl|Jlt9 Tf 


DMA iW rrw\iac /ml\ 

nrviA copies (mi) 


core antigen (mu/nrn) 


5 


c 
O 




N.D. 




□ annl cori im Q 1 

ranei ser um o 1 


1 c 
l .0 


2.1 




on 
ou 


o 
o 


2.1 


10 




o 

o 


8.5 




Of* 

oo 


ID 


3.7 




ol 


OA 
OU 


37.0 






fi7 




15 


39 


97 


63.8 




41 


170 


116.1 




16 


400 


133.7 


20 


50 


1000 I 


1000 




45 


1300 


277.3 




13 


1600 


1806 




N.D. : Not detected 



Example 10, Study on the condition off sample treatment Stud y on treatment conditions 

1) Guanidine hydrochloride concentration 

30 

[0143] To 100 id of a normal human serum and HCV-RNA-positive sera were added 100 pi of the treatment solution 
containing a different concentration ol guanidine hydrochloride and 0.5 N HCI. The mixtures were treated at room tem- 
perature for 30 minutes, and 80 pi each of the treated mixtures was used as a sample. The result obtained using the 
assay method described below is shown in Fig. 10 with the guanidine hydrochloride concentration at the time of treat- 
35 ment taken as the abscissa. 

2) Triton X100 concentration 

[0144] To 100 pi of a normal human serum and HCV-RNA-positive sera were added 100 pi of the treatment solution 
40 containing a cfiffererrt concentration of Triton X1 00 (6 M guanidine hydrochloride, 0.5 N HCI). The mixtures were treated 
at room temperature for 30 minutes, and 80 pi each of the treated mixtures was used as a sample. The result obtained 
using the assay method described below is shown in Fig. 1 1 with the Triton X100 concentration at the time of treatment 
taken as the abscissa. 

45 3) Tween 20 concentration 

[0145] To 100 pi of a normal human serum and HCV-RNA-positive sera were added 100 pi of the treatment solution 
containing a different concentration of Triton X100 (6 M guanidine hydrochloride, 0.5 N HQ, 12.5% Triton X100). The 
mixtures were treated at room temperature for 30 minutes, and 80 pi each of the treated mixtures was used as a sam- 
so pie. The result obtained using the assay method described below is shown in Fig. 12 with the Tween 20 concentration 
at the time of treatment taken as the abscissa. 

4) Reaction temperature 

55 [0146] To 1 00 pi of a normal human serum and HCV-RNA-positive sera were added 1 00 pi of the treatment solution 
(6 M guanidine hydrochloride, 0.5 N HQ, 12.5% Triton X. 0.75% Tween 20). The mixtures were treated at 4 °C, room 
temperature (23 °C), 37 °C, and 45 °C for 30 minutes, and 80 pi each of the treated mixtures were used as a sample. 
The result obtained using the assay method described below is shown in Fig. 13. 
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Assgy method? 

[0147] Samples obtained in the study on the condition of serum treatment were each evaluated using the respective 
assay method described below. Thus, an anti-HCV core antigen monoclonal antibody (a mixture of equal amounts of 
antibody C1 1-1 4 and C11-11) was diluted to a final total concentration of 6 ug/ml in 0.1 M carbonate buffer, pH 9.6. and 
100 uJ each of the dilutions was dispensed per well of a 96-well microtiter plate (manufactured by Nunc). After the plate 
was incubated overnight at 4 °C, it was washed twice with 0.35 ml of 1 0 mM sodium phosphate buffer, pH 7.3, contain- 
ing 0.15 M NaCl. Then. 0.35 ml of 10 mM sodium phosphate buffer, pH 7.35, containing 0.5% casein-Na (hereinafter 
referred to as the blocking solution) was added and the plate was further incubated at room temperature for 2 hours. 
[0148] After the blocking solution was removed, 160 uJ of the mixture of 140 uJ of 100 mM sodium phosphate buffer, 
pH 7.3, containing 0.15 M NaCl. 1% BSA, 0.5% casein-Na. and 0.05% Tween 20, and 20 pJ of 1 M Tris (hereinafter 
referred to as the reaction buffer), and samples for measurement obtained by the above-mentioned serum treating 
method were added into respective wells, incubated at room temperature for 2 hours, washed five times with 300 of 
the wash solution, and then 1 00 uJ of the peroxidase (POD)-labeled monoclonal antibody (C1 1 -1 0) was added and was 
incubated at room temperature for 30 minutes. After the incubation was over, the plate was washed five times with 300 
of the above wash solution. One hundred microliters of the substrate (ortho-phenylene diamine, hereinafter referred 
to as OPD) solution was added to the plate and the plate was incubated at room temperature for 30 minutes, followed 
by the addition of 100 ^l of 2 N sulfuric acid solution. Absorbance was measured at a wavelength of 492 nm (OD492) 
with the absorbance at 630 nm as a reference. 

[0149] Each treatment condition was optimized as shown in Figs. 10 to 13. It was difficult to detect the core antigen 
in the untreated samples, but such a simple treatment drastically enabled the detection of the core antigen. In any case 
no enhancement in signals was observed in the healthy humans. It was also shown that the core antigen can be satis- 
factorily detected by employing the condition of guanidine hydrochloride at 2 M or greater and Triton XI 00 at 0.2% or 
greater, and a temperature range of 4 °C to 45 °C. 

Example 1 1 . The detection and assay m ethod of the core antioen 

[0150] To 100 ^1 of serum was added 100 \i\ of a treatment solution (6 Ivl guanidine hydrochloride, 0.5 N HCI, 12.5% 
Triton X100, 0.75% Tween 20). It was treated at room temperature for 30 minutes, and 1 00 *d of the treated mixture was 
used as a sample. 

[0151] An anti-HCV core antigen monoclonal antibody (a mixture of equal amounts of C11-14 and C11-11) was 
diluted to a final total concentration of 6 *ig/ml in 0. 1 M carbonate buffer, pH 9.6. and 1 00 *d each of the diluted mixture 
was dispensed per well of a 96-well microtiter plate (manufactured by Nunc). 

[0152] After the plate was incubated overnight at 4 °C, it was washed twice with 0.35 ml of 10 nM sodium phosphate 
buffer. pH 7.3. containing 0.15 M NaCl. Then, 0.35 ml of the blocking solution was added and the plate was further 
allowed to stand at room temperature for 2 hours. After the blocking solution was removed. 1 50 jiJ of the reaction buffer 
and samples for measurement obtained in the above treating method were added into respective wells, and incubated 
at room temperature for 2 hours. 

[0153] The plate was washed five times with 300 nl of the wash solution, and then 100 uJ of a peroxidase (POD)- 
labeled monoclonal antibody (C1 1-10) was added to the plate. The plate was incubated at room temperature for 30 min- 
utes. Then the plate was washed five times with 300 pi of the wash solution, and 100 jil of the substrate (OPD) solution 
was added. After incubating the plate at room temperature for 45 minutes, 100 nl of 2 N sulfuric acid solution was 
added. Absorbance was measured at a wavelength of 492 nm (OD492) with the absorbance at 630 nm as a reference. 
As a standard serum, the panel serum 50, defined as 1 U/ml, was serially diluted in 10 mM sodium phosphate buffer. 
pH 7.3, containing 1% BSA. which was similarly treated and measured. 

[01 54] Fig. 1 4 shows a dilution line of the panel serum 50 used as a standard serum. The core antigen in the sample 
was determined in a dose-dependent manner and could be detected to a level as low as about 0.5 mU/mJ. It was dem- 
onstrated, therefore, that by combining a very simple method of sample treatment and the monoclonal antibody of the 
present invention, the HCV core antigen can be detected or quarrtitated. 

Example 12. Analysis the molecular form recognized in the serum trea tment and in the assay method 

[0155] Each method of serum treatment was used to treat 0.25 ml of the panel serum 13. The treated serum was 
fractionated by a gel filtration column (Superdex 200HR, 1 x 30), and anti-core immunological activity in the fractions 
was measured. The result is shown in Table 15. The figure suggested that molecules having a molecular weight of 
about 20 to 30 kDa are being recognized and that the core antigen in the virus has been released from various interac- 
tions through the disruption of the virus and the inactivation of the anti-core antibody in the serum by the above-men- 
tioned pretreatment 
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Example 13. Assay method of the core antigen in the serum 

[0156] Sera determined to have 10 3 to 10 7 copies/ml of HCV-RNA using AmpliCore HCV Monitor kit (Roche), a PCR 
method, and normal human sera were used to quantitate the HCV core antigen in the sera using the method described 
5 above. 

[0157] As a standard serum the panel serum 50 (sef ined as 1 U/ml) was serially diluted in 1 0 mM sodium phosphate 
buffer, pH 7.3, containing 1% BSA, and treated in a similar manner. The result is shown in Table 8. Of the samples 
tested, the core antigen in all the normal human sera was below the detection limit and could be detected in all of the 
PCR-positive samples. The correlation is shown in Fig. 16. which revealed that the correlation with the PCR method 
io was also as high as 0.8 or greater. 



Table 8 



25 



35 



50 



Levels of HCV-RNA and the core antigen 


Sample # 


RNA (K copies/ml) 


Core antigen (mU/ml) 


Normal human serum 1 


- 


N.D. 


2 


- 


N.D. 


3 


- 


N.D. 


4 


- 


N.D. 


5 


- 


N.D. 


6 


- 


N.D. 


7 


- 


N.D. 


Panel serum 1 


50 


166.4 


7 


830 


471.1 


8 


26 


61.5 


11 


240 


107.4 


13 


1600 


1426 


15 


25 


40.1 


16 


400 


240.3 


19 


840 


1369 


26 


87 


1093 


31 


30 


45.8 


33 


16 


58.5 


39 


97 


89.0 


41 


170 


43.9 


44 


180 


57.5 


49 


33 


47.7 


50 


1000 


1005 


84 


8.7 


63.5 


N.D. : Not detected 



55 Example 14. Detectipn gf the hepatitis B virus (HBV) core antigen 

[0158] We have so far explained the detection of the HCV core antigen. We have investigated whether this treating 
method is applicable to the detection of structural proteins in other viruses. 
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[01 59] A monoclonal antibody (Tokushu Menneki Kenkyuusho [Special Immunology Research Institute]) against HBV 
core antigen was diluted to a concentration of 3 ug/rrd in 0.1 M carbonate buffer, pH 9,6, and was dispensed in an aliq- 
uot of 100 After incubating overnight at 4 °C, the plate was washed wrth a phosphate buffer, and a 350 ^ aliquot of 
1% BSA solution was dispensed to the plate. After allowing to stand at room temperature for 2 hours, the 1% BSA solu- 
tion was aspirated off, and 200 uJ of the reaction solution was added. 

[0160] A recombinant HBV core antigen was used as a standard, and five patient sera that tested positive for HBe 
antigen and negative for anti-HBe antibody and ten normal human sera were used as samples. To 100 fil of a sample, 
50 |il of a treatment reagent (7.5% SDS, 075% CHAPS. 0.15% Triton X100. 2 M urea, 0.1 M histidine, 0.1 M tryp- 
tophan) was added and treated at 56 °C for 30 minutes. After the treatment 50 pi thereof was added to a well filled with 
the reaction solution, and was incubated at room temperature for 90 minutes. 

[01 61 ] As a comparison (without pretreatment). 1 00 ixl of each sample was diluted with 50 ul of purified water and 50 
yd of the diluted sample was used for the reaction. After washing five times with the wash solution, a biotin-labeled anti- 
HBV core monoclonal antibody (a mixture of equal amounts of HBc-2, HBc-5. HBc-14) was added, and incubated at 
room temperature for 30 minutes. After washing five times with the wash solution, the avidin-labeled alkaline phos- 
phatase was added and the mixture was reacted at room temperature for 30 minutes. 

[0162] After washing five times with the wash solution, CDPstar (Emerald II as the sensitizer) was added, reacted at 
room temperature for 15 minutes, and relative chemiluminescence thereof was measured. A standard curve for a seri- 
ally diluted recombinant HBV core antigen is shown in Fig. 17, and the amount of the core antigen in the measured 
samples is shown in Table 9. The detection limit was 21 ng/ml. When a cut-off value that distinguishes the core antigen- 
positive from the negative was defined at 60 ng/ml, all 10 normal human sera, with or without pretreatment, tested neg- 
ative for the core antigen, and in the sera of patients with hepatitis B virus, the core antigen could not be detected in the 
case of no pretreatment, but with pretreatment, all the sera tested positive for the core antigen. 
[01 63] It is thought that in the sera of patients with the hepatitis B virus, pretreatment disrupted the virus particle and 
inactivated the anti-HBc antibody, thereby enabling the detection of the core antigen. From the foregoing, it was con- 
firmed that this method of sample treatment is useful for the detection of the structural proteins of viruses other than 
HCV, such as HBV, that have DNA as the genome. Needless to say, this holds true for HCV-related viruses such as f la- 
viviruses and retroviruses, for example HIV. 



Table 9 



Sample # 


non-treated 


pre-treated 




HBV core Ag (ng/ml) 


Judged 


HBV core Ag (ng/ml) 


Judged 


Normal human sample 1 


<21 


Neg. 


<21 


Neg. 


2 


<21 


Neg. 


<21 


Neg. 


3 


<21 


Neg. 


<21 


Neg. 


4 


<21 


Neg. 


<21 


Neg. 


5 


<21 


Neg. 


46 


Neg. 


6 


<21 


Neg. 


<21 


Neg. 


7 


<21 


Neg. 


47 


Neg. 


8 


<21 


Neg. 


<21 


Neg. 


9 


<21 


Neg. 


26 


Neg. 


10 


<21 


Neg. 


56 


Neg. 


HBV sample 11 


<21 


Neg. 


98 


Pos. 


15 


<21 


Neg. 


94 


Pos. 


20 


<21 


Neg. 


780 


Pos. 


21 


<21 


Neg. 


270 


Pos. 


46 


<21 


Neg. 


630 


Pos. 
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Example 1 5. Method for effective detectio n without oretreatment of the antigen 

[0164J HCV particle-containing samples were diluted in a surfactant-added reaction solution, and the efficiency of 
detecting the HCV antigen was investigated. 

[0165] The detection of the HCV core antigen was carried out by a sandwich enzymeimmunoassay (EIA) using mon- 
oclonal antibody against the HCV core antigen. Among the monoclonal antibodies obtained in Example 3. C1 1-3 and 
C1 1 -7 were used as the antibody for capturing the core antigen and C11 -1 0 and C1 1 -1 4 were used as the antibody for 
detecting the captured core antigen. 

[0166] EIA was essentially carried out using the following conditions. Solutions of monoclonal antibodies C11-3 and 
C1 1 -7, each of which was diluted to 4 ng/ml in an acetate buffer, were added to a microtiter plate and were incubated 
overnight at 4 °C. After washing with the phosphate buffer, a phosphate buffer containing 1% BSA, was added to effect 
blocking. To the plate were added 100 ^il of the reaction solution and 100 nl of the sample. The plate was then stirred 
and incubated at room temperature for 1 .5 hour. Unreacted substances were removed by washing with the phosphate 
buffer to which a low concentration of a surfactant had been added. Then the alkaline phosphatase-labeled monoclonal 
antibodies C1 1-10 and C1 1-14 were added and reacted at room temperature for 30 minutes. After the reaction is over, 
unreacted substances were removed by washing with the phosphate buffer to which a low concentration of a surfactant 
had been added. Then a substrate solution (CDP-Star/Emerald1 1) was added and reacted at room temperature for 20 
minutes. The amount of luminescence was measured. 

[0167] To the above reaction, various surfactants were added to investigate their effects. By using HCV-positive sera 
in which the titer of antibody to HCV is below the detection limit and virtually no antibody to HCV is contained, the activ- 
ity of the core antigen based on the amount of luminescence was expressed in terms of a reaction ratio relative to the 
amount of luminescence of the normal human serum that was defined as 1 .0. The results are shown in Tables 10 and 
11. 
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Table 10 



Reactivity relative to normal human serum (S/N ratio) 









NO 45 


NO 46 


NO 3 


NO 7 


NO 19 


No addition 






15.67 


1.00 


1.15 


1.34 


1.19 


Judgement criteria 






>30.0 


>2.0 


>2.0 


>2.0 


>2.0 


Additive 


HLB 


(%) 












Anionic surfactant 
















sodium dodecyl sulfate 


40.0 


0.5 
2.0 


5.42 
5.73 










sodium dodecyl- N-sarcosinate 




0.5 


12.79 


2.70 












2.0 


125.43 


7.27 


3.83 


3.70 


6.71 


pert luoroalkylcarboxylic acid 




0.5 


10.55 


1.27 








S-113 




2.0 


6.72 


0.91 








Cationic surfactant 
















cetyltrimethylammonium bromide 




0.5 
2.0 


72.97 
44.55 


7.42 
5.35 


3.09 


3.52 


5.43 


dodecylpyridinium chloride 




0.5 
2.0 


53.43 
12.44 


4.70 
2.49 


2.05 


1.52 


2.33 


n-dodecyltrimethylammonium 




0.5 
2.0 


66.84 
27.98 


4.43 
3.77 


2.41 


1.63 


2.67 


tetradecylammonium bromide 




0.05 


14.69 










n-octyltrimethylammonium chloride 




0.5 
2.0 


12.57 
11.46 




1.00 


0.74 


0.99 


n<Jecyltrimethylammonium chloride 




I 0.5 


17.50 




0.88 


r d.8o" 


0.72 






2.0 


45.21 




1.12 


1.08 


1.41 


Amphoteric surfactant 
















CHAPS 




0.5 


29.57 














2.0 


25.32 




1.63 


1.82 


2.42 


perfluoroalkyibetaine S-132 (from AS AH I 
GLASS) 




0.5 
2.0 


11.07 
10.77 


1.61 
1.49 








3-(dodecyldimethylammonio)-1 -propane-sul- 
fonic acid 




0.5 
2.0 


57.69 
113.19 




4.57 


3.44 


5.26 



55 
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Table 11 



Reactivity relative to normal human serum (S/N ratio) 









NO 45 


NO 46 


NO 3 


NO 7 


NO 19 


No addition 






15.67 


1.00 


1.15 


1.34 


1.19 


Judgement criteria 






>30.0 


>2.0 


>2.0 


>2.0 


>2.0 


Additive 


HLB 


(%) 












nonionic surfactant 
















MEGA-10 




0.5 
2.0 


32.11 
38.49 


3.38 
3.53 


1.97 


1.87 


2.84 


Tween 20 


16.7 


0.5 
2.0 


16.88 
12.36 










Tween 40 


15.6 


0.5 
2.0 


14.96 
19.10 




1.02 
1.32 


0.99 
1.25 


1.41 
1.64 


Tween 80 


15.0 


0.5 
2.0 


12.45 
17.47 




1.33 


1.23 


1.10 


Nonidet P-40 


13.1 


0.5 


43.14 




3.09 


2.95 


4.58 


octyl glucoside 




0.5 
2.0 


12.48 
25.07 




0.90 
1.92 


0.60 
1.20 


0.97 
2.63 


Triton N101 


13.4 


0.5 
2.0 


26.50 
60.84 




1.85 
2.23 


1.62 
2.28 


2.70 
3.81 


Triton X100 


13.5 


0.5 
2.0 


27.72 
71.08 




2.90 


2.34 


3.86 


Triton X1 14 


12.4 


0.5 
2.0 


31.49 
58.62 




2.04 
1.92 


1.65 
2.11 


2.77 
2.51 


Triton X305 


17.3 


0.5 
2.0 


10.50 
25.91 




0.94 
1.30 


0.97 
1.24 


1.08 
1.87 


Triton X405 


17.9 


0.5 
2.0 


12.54 
24.92 




0.86 
1.21 


0.78 
1.24 


1.04 
1.25 


Others 
















benzyldimethylammonium 
chloride 




0.5 
2.0 


5.45 
7.01 


1.00 
1.12 








triethylamine 




0.5 


3.89 


0.97 








Surfactant mixture 
















2% sodium dodecyl-N-sarcosinate + 2% Triton 1 
X100 | 






244.13 




6.11 


5.50 


12.71 



10 



15 



20 



25 



30 



35 



40 



45 



50 



[0168] The results revealed that the addition of a nonionic surfactant having an HLB of 12 to 14, as represented by 
55 Triton X100, causes an increase in the amount of luminescence thereby enhancing detection sensitivity in HCV-positive 
sera compared to the normal human sera. It was also clarified that similarly, as represented by sodium dodecyl-N-sar- 
cosinate and dodecyl trimethylammonium, the addition of a surfactant having in its structure a straight-chain alkyl group 
having at the same time 10 or more carbon atoms and a secondary, tertiary, or quaternary amine causes an increase 
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in detection sensitivity in HCV-positrve sera. No such increase in sensitivity was observed with the above surfactant with 
an alkyl group having not more than 8 carbons (n-octyl trimethylammonium chloride). It was also found that by mixing 
and adding these two surfactants (in Table 11,2% sodium dodecyl-N-sarcosinate and 2% Triton X100 were mixed), 
detection sensitivity in HCV-positive sera can be further enhanced. 

5 

Example 16. Detection of the core antigen in the s amples during a period between after HCV infection a nd before the 
appearance of anti-HCV antfoodv (window period) 

[01 69] By adding 2% Triton X 1 00 and 2% sodium dodecyl-N-sarcosinate to the primary reaction solution, a commer- 
ce cially available seroconversion panel PHV905 (B.B.I. inc.) was measured according to Example 15. The PHV905 panel 

used turned positive on day 21 after the start of observation (serum No. PHV905-7) when measured by the anti-HCV 

antibody test (Ortho EIA 3.0). In the test, the antibody titer is expressed in a cut-off index (S/CO) with a value of 1 .0 or 

greater being judged as positive. The activity of the HCV core antigen (the amount of luminescence) was expressed in 

the reactivity (S/N) relative to that of the normal human serum that was defined as 1 .0. 
is [0170] As shown in Fig. 12, the activity of the core antigen is observed before the anti-HCV antibody appears, the 

addition of a surfactant exposed the core antigen from the virus particle, which reacted with the immobilized monoclonal 

antibody, thereby confirming the detection of the core antigen. 



Table 12 
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Serum No. 


Days after start of obser- 
vation 


HCV care Ag activity 
(S/N) 


Anti-HCV Ab titer (S/CO) 


PHV905-1 


0 


5.32 


0.000 


905-2 


4 


8.30 


0.000 


905-3 


7 


15.63 


0.000 


905-4 


11 


4.37 


0.300 


905-5 


14 


14.75 


0.700 


905-6 


18 


7.57 


0.700 


905-7 


21 


4.82 


2.500 


905-8 


25 


3.31 


5.000 


905-9 


28 


1.61 


5.000 



Reference to microorganisms defined in rule 13-2 of the Ride based on Patent Cooperation Treaty 
40 [0171] 

Name of depository: the National Institute of Bioscience and Human Technology, Agency of Industrial Science and 
Technology 

Address of depository: 1-3, Higashi 1-chome, Tsukuba city. Ibalaki pref, Japan (Zip code 305) 

45 

(1) Indication of microorganism: HC1 1-3 

Date deposited : July 4, 1 997 
Deposit number: FERM BP-6002 

50 

(2) Indication of microorganism: HC1 1-7 

Date deposited: July 4, 1997 
Deposit number: FERM BP-6003 

55 

(3) Indication of microorganism: HC11-10 
Date deposited: July 4, 1997 
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Deposit number: FERM BP-6004 

(4) Indication of microorganism: HC1 1-11 

5 Date deposited: July 4, 1997 

Deposit number: FERM BP-6005 

(5) Indication of microorganism: HC1 1-14 

to Date deposited: July 4,1997 

Deposit number: FERM BP-6006 

15 
20 
25 
30 
35 
40 
45 
50 
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25 



SEQUENCE LISTING 
<110> Tonen Corporation 

<120> Method for Detection or Measurement of Hepatitis C V 

irus 
<1€0> 8 
<210> 1 
<211> 177 
<212> PRT 

<213> Hepatitis C virus 
<400> 1 

Met Lys Ala II* Phe Val Leu Lys Cly Ser Leu Asp Arg Asp Pro Glu 

5 10 15 

Phe Het Gly Thr Asn Pro Lys Pro Gin Arg Lys Thr Lys Arg Asn Thr 
20 20 25 30 

Asn Arg Arg Pro Gin Asp Val Lys Phe Pro Gly Gly Gly Gin lie Val 

35 40 45 

Gly Gly Val Tyr Leu Leu Pro Arg Arg Gly Pro Arg Leu Cly Val Arg 

50 55 60 

Ala Thr Arg Lys Thr Ser Lys Arg Ser Gin Pro Arg Gly Gly Arg Arg 
65 70 75 80 

30 Pro lie Pro Lys Asp Arg Arg Ser Thr Gly Lys Ser Trp Gly Lys Pro 

85 90 95 

Gly Tyr Pro Trp Pro Leu Tyr Gly Asn Glu Gly Leu Gly Trp Ala Gly 

100 105 110 

Trp Leu Leu Ser Pro Arg Gly Ser Arg Pro Ser Trp Gly Pro Thr Asp 

115 120 125 

Pro Arg His Arg Ser Arg Asn Val Gly Lys Val lie Asp Thr Leu Thr 

130 135 140 

Cys Gly Phe Ala Asp Leu Met Gly Tyr He Phe Arg Val Gly Ala Phe 
145 150 155 160 

Leu Gly Gly Ala Ala Arg Ala Leu Ala His Gly Val Arg Val Leu Glu 
45 165 170 175 

Asp 

<210> 2 
<211> 160 
<212> TRP 

<213> Hepatitis C virus 
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<400> 2 

Met Gly Thr Asn Pro Lys Pro Gin Arg Lys Thr Lys Arg Asn Thr Asn 

5 10 15 

Arg Arg Pro Gin Asp Val Lys Phe Pro Gly Gly Gly Gin lie Val Gly 

20 25 30 

Gly Val Tyr Leu Leu Pro Arg Arg Gly Pro Arg Leu Gly Val Arg Ala 

35 40 45 

Thr Arg Lys Thr Ser Lys Arg Ser Gin Pro Arg Gly Gly Arg Arg Pro 

50 55 60 

lie Pro Lys Asp Arg Arg Ser Thr Gly Lys Ser Trp Gly Lys Pro Gly 
65 70 75 80 

Tyr Pro Trp Pro Leu Tyr Gly Asn Glu Gly Leu Gly Trp Ala Gly Trp 

85 90 95 

Leu Leu Ser Pro- Arg Gly Ser Arg Pro Ser Trp Gly Pro Thr Asp Pro 

100 105 110 

Arg His Arg Ser Arg Asn Val Gly Lys Val lie Asp Thr Leu Thr Cys 

115 120 125 

Gly Phe Ala Asp Leu Met Gly Tyr He Phe Arg Val Gly Ala Phe Leu 

130 135 140 

Gly Gly Ala Ala Arg Ala Leu Ala His Gly Val Arg Val Leu Glu Asp 
145 150 155 160 

<210> 3 
<211> 20 
<212> PRT 

<213> Artificial Sequence 

<220> 

<223> 

<400> 3 

Asp Val Lys Phe Pro Gly Gly Gly Gin lie Val Gly Gly Val Tyr Leu 
5 10 15 

Leu Pro Arg Arg 
20 

<210> 4 
<211> 10 
<212> PRT 

<213> Artificial Sequence 
<220> 
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<223> 
<400> 4 

Gly Pro Arg Leu Gly Val Arg Ala Thr Arg 
5 10 

<210> 5 
<211> 21 
<212> PRT 

<213> Artificial Sequence 

<220> 

<223> 

<400> 5 

Pro Arg Gly Ser Arg Pro Ser Trp Gly Pro Thr Asp Pro Arg His Arg 

15 10 IS 

Ser Arg Asn Val Gly 
20 

<210> 6 
<211> 20 
<212> PRT 

<213> Artificial Sequence 

<220> 

<230> 

<400> 6 

Asp Pro Arg His Arg Ser Arg Asn Val Gly Lys Val Lie Asp Thr Leu 

15 10 15 

Thr Cys Gly Phe 
20 

<210> 7 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> Probe 
<230> Synthetic DNA 
<400> 7 

gaattcatgg gcacgaatcc taaa 
<210> 8 
<211> 21 
<212> DNA 
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<213> Artificial Sequence 
<220> Probe 
<230> Synthetic DNA 
<400> 8 

ttagtcctcc agaacccgga c 21 



15 Claims 

1. A method for a treating virus-containing sample, characterized by treatment of a virus-containing sample with a 
treatment solution containing (1) an anionic surfactant and (2) an amphoteric surfactant, nonionic surfactant or pro- 
tein denaturant. 

20 

2. A method for treating a virus-containing sample, characterized by treatment of a virus-containing sample with a 
treatment solution containing (1) an anionic surfactant, (2) an amphoteric surfactant and (3) a nonionic surfactant 
or protein denaturant. 

25 3. A method tor treating a virus-containing sample, characterized by treatment of a virus-containing sample with a 
treatment solution containing (1) an anionic surfactant, (2) an amphoteric surfactant, (3) a nonionic surfactant and 
(4) a protein denaturant. 

4. A method according to any one of claims 1 to 4, wherein said treatment solution further contains urea, an imidazole 
30 ring-containing compound or an indole ring-containing compound. 

5. A method according to claim 4, wherein said imidazole ring-containing compound is imidazole, histidine, imidazole- 
acrylic acid, imidazolecarboxyaldehyde, imidazdecarboxamide, imidazoledione, imidazoledrihiocarboxylic acid, 
imidazoledicarboxyiic acid, imidazolemethanol, imidazolidinethione, imidazolidone, histamine or imidazopyndine. 

35 

6. A method according to daim 4, wherein said indole ring-containing compound is tryptophan, indoleacrylic acid, 
indole, indoleaceticacid. indoleacetic hydrazlde. methyl indofeacetate, indolebutyric acid, indoleacetonitrile, indole- 
carbinol, irKlolecarboxyaldehyde, indolecarboxylic acid, indoleethanol. indolelactic acid, indolemethanol, indolepro- 
pionic acid, indolepyruvic acid, indolyl methyl ketone, indomycin, indoleacetone, indomethacin, indoprofen or 

40 indolamine. 

7. A method for treating a virus-containing sample, characterized by treatment of a virus-containing sample with a 
treatment solution containing (1) a chaotropic ion and (2) an acidifying agent. 

45 8. A method for treating a virus-containing sample, characterized by treatment of a virus-containing sample with a 
treatment solution containing (1) a chaotropic ion, (2) an acidifying agent and (3) a nonionic surfactant. 

9. A method according to any one of claims 1 to 8, wherein said virus is a virus which forms virus particles having a 
structure comprising a structural protein encapsulating genomic RNA or DNA and a membrane protein or lipid 

so membrane surrounding it. 

10. A method according to claim 9. wherein said virus is hepatitis C virus (HCV). hepatitis D virus, hepatitis E virus, 
hepatitis G virus, hand-foot-and-mouth disease virus, a flavivirus (yellow fever virus. West Nile virus. Japanese 
encephalitis virus, dengue virus), a togavirus (alpha-virus, rubivirus, arterivirus. rubella virus), a pestivirus (hog 

55 cholera virus, bovine diarrhea virus), a paramyxovirus (parainfluenza virus 1 , 2, 3, 4, canine distemper virus, New- 
castle disease virus, RS virus, rinderpest virus, simian parainfluenza virus, measles virus, mumps virus), an 
orthomyxovirus (human influenza virus, avian influenza virus, equine influenza virus, swine influenza virus), a rhab- 
dovirus (rabies virus, vesicular stomatitis virus), a picornavirus (poliovirus. CoxsacWe virus, echovirus, bovine 
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enterovirus, porcine enterovirus, simian enterovirus, mouse encephalitis virus, human minovirus, bovine rhinovi- 
rus, equine rhinovirus, foot and mouth disease virus, hepatitis A virus), a coronavirus (human coronavirus, avian 
infectious bronchitis virus, mouse hepatitis virus, porcine transmissible gastroenteritis virus), an arenavirus (lym- 
phocytic choriomeningitis virus, iassa virus, Korean hemorrhagic fever virus), a retrovirus (HTLV: human adult 

5 leukemia virus, HIV: AIDS virus, feline leukemia sarcoma virus, bovine leukemia virus, Rous sarcoma virus), a reo- 
virus (rotavirus), a calcivirus (Norwalk virus), a bunyavirus (renal syndrome hemorrhagic fever virus), a phyllovirus 
(Ebola virus, Marburg virus), hepatitis B virus (HBV), a pox virus (vaccinia virus, alastrim virus, cowpox virus, small- 
pox virus), a parvovirus (human parvovirus, porcine parvovirus, bovine parvovirus, canine parvovirus, feline leuco- 
penia virus, Aleutian mink disease virus), a papovavirus (papilloma virus, polyoma virus), adenovirus, a herpes 

10 virus (herpes simplex virus, cytomegalovirus, chickenpox herpes zoster virus, EB virus, equine herpes virus, feline 
herpes virus, Mareks disease virus) or African swine cholera virus. 

1 1 . A method according to any one of claims 1 to 1 0, wherein said virus is hepatitis C virus (HCV) or hepatitis B virus 
(HBV). 

15 

1 2. A virus assay method, characterized by using a sample treating method according to any one of claims 1 to 1 0 and 
reacting it with a probe which specifically recognizes a virus antigen, for detection or quantitation of the presence 
of the virus antigen. 

20 1 3. A hybridoma cell line selected from the group consisting of HC1 1 -1 1 (FERM BP-6005). HC1 1-14 (FERM BP-6006), 
HC1 1-10 (FERM BP-6004), HC1 1-3 (FERM BP-6002) and HC1 1-7 (FERM BP-6003). 

14. A monoclonal antibody produced by a hybridoma selected from the group consisting of HC1 1 -1 1 (FERM BP-6005). 
HC1 1-14 (FERM BP-6006), HC1 1-10 (FERM BP-6004), HC11-3 (FERM BP-6002) and HC1 1-7 (FERM BP-6003). 

25 

15. A kit, assay kit or diagnostic reagent for determining the presence or absence of a virus in a sample, which is for 
use in an immunoassay method according to claim 12 and comprises an anionic surfactant. 

16. A kit, assay kit or diagnostic reagent for determining the presence or absence of a virus in a sample, which is for 
30 use in an immunoassay method according to claim 12 and comprises a monoclonal antibody according to claim 1 4. 

17. A kit. assay kit or diagnostic reagent for determining the presence or absence of a virus in a sample, which is for 
use in an immunoassay method according to claim 12 and comprises a chaotropic agent. 

35 18. A kit assay kit or diagnostic reagent for determining the presence or absence of HCV in a sample, which is for use 
in an immunoassay method according to claim 12 and comprises a monoclonal antibody produced by hybridoma 
HC11-14 (FERM BP-6006), HC11-10 (FERM BP-6004) or HC11-11 (FERM BP-6005). 

19. A diagnostic kit according to any one of claims 15 to 17 which further includes urea, an imidazole ring-containing 
40 compound or an indole ring-containing compound. 

20. A diagnostic kit according to claim 19, wherein said imidazole ring-containing compound is imidazole, NstkJine, imi- 
dazoleacrylic acid, imidazolecarboxyaldehyde, imidazolecarboxamide, imidazoledione, imidazoledrthiocarboxylic 
acid, imidazdedicarboxylic acid, imidazolemethanol, imidazolidinetNone, imidazolidone, histamine or imidazopyri- 

45 dine. 

21. A diagnostic kit according to claim 19, wherein said indole ring-containing compound is tryptophan, inddeacrylic 
acid, indole, indoleacetic acid, indoleacetic hydrazide, methyl indoleacetate, indolebutyric acid, indoleacetonrtrile, 
indolecarbinol, indolecarboxyaldehyde, indolecarbaxylic acid, indoleethanol. indolelactic acid, indolemethanol, 

so indolepropionic arid, indolepyruvic acid, indolyl methyl ketone, indomycin, indoleacetone. indomethacin. indopro- 
fen or indolamine. 

22. A virus assay method characterized by measurement of a virus antigen based on its binding with a probe in the 
presence of a surfactant with an alkyl group of 10 or more carbon atoms and a secondary, tertiary or quaternary 

55 amine, or a nonionic surfactant with a hydrophilic/Iipophilic balance (HLB) of 12-14. 

23. A method according to claim 22, wherein said surfactant having an alkyl group and a secondary, tertiary or quater- 
nary amine is a surfactant with an alkyl group of 10-20 carbon atoms and a tertiary or quaternary amine. 
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24. A method according to claim 22 or 23, wherein said tertiary or quaternary amine surfactant is dodecyl-N-sarcosinic 
acid, a cetyl or dodecyltrimethylammonium salt, 3-(dodecyldimethy1ammonio)-1-propanesuHbnic acid, a 
dodecylpyrimidium salt or decanoyl-N-methylglucamide (MEGA-1 0). 

25. A method according to either of claims 23 or 24, wherein said nonionic surfactant is polyoxyethylene isooctyl phenyl 
ether or polyoxyethylene nonyl phenyl ether. 

26. A method according to any one of claims 22 to 25, wherein said virus antigen probe is an antfoody for the virus anti- 
gen. 

27. A method according to any one of claims 22 to 26, wherein said virus is a virus which forms virus particles having 
a structure comprising a structural protein encapsulating genomic RNA or DNA and a membrane protein or lipid 
membrane surrounding it. 

28. A method according to claim 27, wherein said virus is hepatitis C virus (HCV), hepatitis D virus, hepatitis E virus, 
hepatitis G virus, hand-foot-and-mouth disease virus, a flavivirus (yellow fever virus, West Nile virus, Japanese 
encephalitis virus, dengue virus), a togavirus (alpha-virus, rubivirus, arterivirus, rubella virus), a pestivirus (hog 
cholera virus, bovine diarrhea virus), a paramyxovirus (parainfluenza virus 1 , 2, 3, 4, canine distemper virus, New- 
castle disease virus, RS virus, rinderpest virus, simian parainfluenza virus, measles virus, mumps virus), an 
orthomyxovirus (human influenza virus, avian influenza virus, equine influenza virus, swine influenza virus), a rhab- 
dovirus (rabies virus, vesicular stomatitis virus), a picornavirus (poliovirus, Coxsackie virus, echovirus, bovine 
enterovirus, porcine enterovirus, simian enterovirus, mouse encephalitis virus, human rhinovirus, bovine rhinovi- 
rus, equine rhinovirus, foot and mouth disease virus, hepatitis A virus), a coronavirus (human coronavirus. avian 
infectious bronchitis virus, mouse hepatitis virus, porcine transmissible gastroenteritis virus), an arenavirus (lym- 
phocytic choriomeningitis virus, lassa virus, Korean hemorrhagic fever virus), a retrovirus (HTLV: human adurt 
leukemia virus, HIV: AIDS virus, feline leukemia sarcoma virus, bovine leukemia virus, Rous sarcoma virus), a reo- 
virus (rotavirus), a calcivirus (Norwalk virus), a bunyavirus (renal syndrome hemorrhagic fever virus), a phyllovirus 
(Ebola virus, Marburg virus), hepatitis B virus (HBV), a pox virus (vaccinia virus, alastrim virus, cowpox virus, small- 
pox virus), a parvovirus (human parvovirus, porcine parvovirus, bovine parvovirus, canine parvovirus, feline leuco- 
penia virus, Aleutian mink disease virus), a papovavirus (papilloma virus, polyoma virus), adenovirus, a herpes 
virus (herpes simplex virus, cytomegalovirus, chickenpox herpes zoster virus, EB virus, equine herpes virus, feline 
herpes virus, Marek's disease virus) or African swine cholera virus. 

29. A method according to any one of claims 22 to 28, wherein said virus is hepatitis C virus (HCV) or hepatitis B virus 
(HBV). 
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